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taUbodiel. Principles and Applications), .iley-Uss, ^'^'^^^ • 
^|.*n*.t^J:^- .^»«^V^^W«t^fi» (H«^J.U House 

0„col.).2, 881 (.984) ; HUM 1349 (1985) ; "-^^-J^^ 

!! ,a«. Acaa. Sci. ..S.A). . ^^-'^J^f*;*: 

1011 (1985) ■ ^^-x H(lllood),6S. 1349 (1985) ; s^^-WW^^-V-t^s^"- 

:^;w*;'-^^^oy-(J. I»«B0i.), 135. 1530 (1985) 'J 
(Cancer Res. 1, 46 , 6489 (1986)] . ,,,„^^un^v- 

^^y=_.;f7.»^l>?.(Proc. Natl. Acad. Scl. O.S.A), 81, 6851 
(1984)], bMCS*Lft»6- «iS*»ffi«ttS«.6nf- i.ov^,;.affCtt'< 



PCT/JPOO/02260 

WO 00/61739 

,^3^;i,. 7^^. -tf>fx>;^(Proc. Natl. Acad. Sci. U.S.A), 86 . 4220 

(1989)] o \ihmcmmtfii^t\t. \,vmcocu^^HM(Dm^oiKii^<^m 

tE^LtzifO^-^^^ [^^^^-(Nature), 321, 522 (1986)] . 

^^^,5 [-tf.i;^-:h;W;i-^-^A^ni;-(J. InBiunol.), 147. 1352 (1991)] o 

[Rituxan;ri'7^«y^ (IDEC) tt] -^t^HERE/neu t CDR^1ilii*-tS.S^N-^: 
7-f-> [Herceptin;i^x^>7^-y^(Genentech)a] OIS§^MI^*^tTiDn. ^n^ti 

• ;r>=i Dt^-(J. Clin. Oncol.), 16. 2825 (1998). i^^ 
_^;i,.^y.^.:h^>3:h;b.ir^>^t--'f>^^'f^^-MJ. National Cancer 
Institute). 90. 882 (1998)] o ife. Ktl^ GPIIb/IIIa b hS^pC ^$t<*:OBfK- 
(FaV) [ReoPro;^:>h=!7'(Centocor)tt] tt^S^^SlMlfil'i 

iiilL^©tSi*:{3{i. IgM. IgD. IgG. IgA. UKDSmmoi^^^i^^^t^Ztt^ 

.j>r-i^3 >X(Monoclonal Antibodies: Principles and Applications). Wiley-Liss. 
Inc . Capter 1 (1995)] » t b IgQ Py7><DiKmi. WlZ IgGL IgG2. IgG3. IgG4 

(WT> cDCrSi4i:^iB-r?>) ^nt-t'H^^cDS^^*^^Tt>n. t MgG 

^'^;^t-ti. IgGl^:r^^X«)^/L*iP'ft^AV^ADCCtSt^. CDC rSt^=£^b^:l^SCI 
i:i)S#g^^n-CV^S ['^ ^ o -/-(Chemical Immunology), 65, 88 (1997)]o 



PCT/JPOO/02260 

WO 00/61739 

[3-D • • • ^ D-^HEur. J. Imunol.). 23. 1098 

(1993) ^Ayni^-(taunology), 86, 319 (1995). ^ • A ^ D 
(ChBMical taunology), 65. 88 (1997)] Oft. C r 2 K;* ^ 
omM+S ['^^*^>' . ^AyD-:;-(Chemical Imnmnology). 65. 88 (1997)] ifin-^m 

^nTv^^o «imc3Putii. ^-f ^• (Boyd) e,{±. 

Bi (CHO mm) ^v^(iv^X^x^-v NSO ^flS-C^^Ufeb hS CDR ^mifii^ 
CAMPATO-IH (bh IgGll^^^^;^) =£#M^»^-t-SaSU ^m©ADCCtS<4. 

^bf- • -f A-^ nv'*-(Molecular Imnunol.). 32, 1311 (1995)] o 

'J-(Lifely)?,li. CHO^ia. NSO!fflBaiKl^{i^«v H ^^D"^ YOSfflliS 

■t-^0bf-t hMCDR^*im«:cAMPATH-iH (t m^^!^^^) omm<omR 
t>- ADCc m^i^m^^tzr.^^ wfi*^ campath-ih adcc fstS'feTn 

C^U:.A-^:^-P-:^-(Glycobiology). 5, 813 (1995) : W099/54342] o 

cneois^ti. igGii^:/^^xom<^^<^-7x^^-^t6c«ii®«M*^«i 

T?>Ci:t^^o ^(D^of^thmt. ADCCfS14iP'ti^t. triil«iA<4:©5^*e>t^O 
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(Science),280. 1197. 1998] . mzm<ommr.litfim^O^'0^^^^mm^^ 

CEL9096) St;^CH0/DG44« [v^r ^ •v^' ' ' 7> H • ^ W^^^- ' '^^^ 
^;^( Somatic Cell and Molecular Genetics). 12. 555 (1986)] > -^t^T^^J^ 
p-^NSOm [aCB0213. ;,^ir/^^^^i^-mmmOimh lO. 169 (1992)] . 
^^^.^P_vSP2/0-Agl4iaB (UiT. SP2/0iaBI!ai:^iS1-5;ATCCCm581) . 
=>y K .xD--TYB2/3HL.P2.G11.16Ag.20!aBfla (feiT. m/mMtUtit^ ;ATCC 
CaLl662) T-^SUtct h IgGl ^^^^y^<^^m^ h^l^ui^^® in vitro 55tS«M 

rn-ot-m^ ^ >y ^ ^^2/0 ^8S-e^mbfch hfbJai*:® adcc 

fflV^^ in vivoc7)rSi4i?<ffi*^Tofclg^. YB2/0 ^IS-CSSUfct HtmP^iy^m^^^ 
V^^m=£^^1- 3 J: SBtB ADCC tSSc^^Sv^^n*© t h (D^mUBmX'iDmm^^n^ b 

j^mit. WTO (1) ~ (6 2) cn-r^c 

(2) ^^M«6^^t^3^^t-?.N-^U:3^>h-^^1iM*^^ 



Manal 



Manal 




|Man/3l 



4GICNAC01- 



.4Gk:NAc 



^^tsmn-C^i'^t.^'^^^^^^ ±13 (1) IB^ro^So 

(4) mmt^^ 
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Manal 



Mana1 




4GlcNAc3i- 



.4Glcr4Ac 



hi? (3) IB^^^T^^o 

^.^>:;.7x^-^f■r-fe2.. ±12 (5) l3«(^:^So _ 

(ATCC CEL1662) T-fe?.s JitB (8) IB«0:&So 



(11) Hi^A^V 



Manal 



Mana V 



u 2) mm^-^ m5.*^oN-r^^;.^;v.^.>i.7.-^^<..ot.^^ 
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(13) 3i7C*5g® N-r ^^i' ^^^^ ^ ^ > ^ =^ - ^ ^^^^'O^ :n 
±IB (13) SS«©^So 

(15) ^g'^t6^^*^ift<*> '^^^ F-efe2.±SB ( 1 ) - ( 1 4 ) sfi 

(17) 



Manal 



Mano1' 



r I Man 3 1 -WSteNAc 8 1 " 4G1cNAc 



(16) lam^^.j^^tfe^^tSttiEii^i'Jo 

;wh^>;^7x^-lf-e3&2.. ±IB (1 8) IB«®^iS^t6^^S14<£ii^Jo 

(20) 7r: v;^ h ^ x7-g*^a 1.6.73i.;i. >;^7 x^-^f-ffe 

±IB ( 1 9 ) iaac^^5g^^^^^<*^^^J» 
^2 1) ^</h^xD-v«lBa*^^B)St-5«^'C*5'^ -tSB (16) SB 

(22) ^.>h^^o-vjilflS*^^^->l^^xo-v^SS 
YB2/3HL.P2.G11.16Ag.20^flS (ATCC CRL1662) -e$>5. ±E ( 2 1 ) l3ttc7)ftS^t6 

(23) ^^^rE^^ A^^^iitt^^ -^^^ H-C*l>±iB ( 1 6) ( 2 2) 
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(3 0) 7=3^>;i'b^>^7*^-"^*^^ " ^'^ ^^^yur 
(2 9) IB^cMiti^'^o 

«rir*l- vsttattS. ±E (24) l3«©ftS«K»*o«! 

^_,^^^^H.-efes> -tsB (33) mommysmo 

(3 5) 7 3e^;i/N7>;^7x7— lf*^^ a 1.6 7=i^^«/r 

a/irfi^ri± ^v>7U;a-2/ H GD2^ GD3s GM2 L=^^-^ir 
- y Ay-fe^t:-(Caiicer iMunol. iJBwnother.). 152 a99b)J . 
' ^^'il t rXs^^^V. U^-^(J. surgical Research). 77. 85 (1998)]. 
TnrT^ r • '( eulce^ia Research). 22. 185 (1998)] . MAGE [T 

.Vsrioe. s 5 (1993)] ^.^.f .n.. ... 
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nmi-R-a^'^OV'^^^- [^-^^^^r;^ (Pancreas). 17, 169 (1998)] ^ ifeWl*!^ 
»tiME^St5^(D V-fe r ^ - V o e;- . ^ >^ -^i' 3 t;KPathology 
International). 48. 499 (1998)] ^A^^tf e>nSo 

(37) a^HafiTJi**^> ^ 'J 1" GD3 ?>> ±13 ( 3 6 ) ia®®^iS«S 

(38) 7-9-51 (FERM BP-6691) i^^^m-^mmirathZJL^ (36) 

IB ( 2 6 ) IBf2®^ig^^^^ o 

^^_^.^_r.yu;bdt:-.7'>h*-'rA^D ^^-( International Archives. Allergy. 
Immunology).!!!. H (1998)] s Mi^^ES^St^^OH^^^- ^"^^ 1^*-^^ 
(Cytokine). 8. 651 (1996)] ^*s$)tf e.ti5.o 

(4 0) Tl/;^^-sfe^i^^^^Kla•r5^?iiI*^^ t M>^'-D'r:jp> 5 

r^-ali-efe5>±i3 (3 9) l3IB«^^S«Ett^^^° 

(41) N0.3 (FEEM BP-6690) i 0^S^n5m(^iT-fe5±fB (39) 

(4 2) }5T;i**^\ M^3^.taciiia-r2>t?LJi<£^ast-5mi*i-e&5±i3 (2 6) 
^(Dmmr^^^t^m.^m^t^o ifii/>tg±oGpiib/iiiaC;^n>;n 

^>;^ • «J -9— f- (Thrombosis ^iesearch), 89, 129 (1998)] . iSfm^mmm^'Si 
V^^cDU-tr^- [T^ U * > ■ • • 7 ^ i?:4-n i?-(Ainerican J. 

Physiology), 269. 1641 (1995)] ^ ifarOTS^^ l^uyif.i^T, - 7> \" 
(Thrombosis. Haemostasis), 79, 14 (1998)] mt^&if^n^o 
(43) mi**s. @a^^^>f>t-5IS-9"2.mJS^^.sS£1"^}A<*-C355±IB (27) 



PCT/JPOO/02260 
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>^_:J-»> ^:^;l/(Bheumatology International). 17. 223 (1998)] , 
Diseases Clinics. North America). 24. 567 (1998)] mi^^^^tl^o 

^^4) ^^^^ ^^j^^^tz\immmi^mmzm^umtimii^-^&^ 

mm-^^. gPl20 [^.PP'^-(Virology). 2^. 394 (1998)] . CXCR4 
■'^7^n Di;-(J. Virology). 72. 8453 (1998)]. -^dS^ ^> 
U -*;v--7>f ^'D/M3^^5^-(J. Clinical Microbiology). 34. 

2053 (1996)] ^*5felf ?>n?.o 

(45) jiiB ( 3 6 ) Bm0ft.mmn^^^^^^^i^ \.xt^t^. mom 

"(4 6) ±13 (3 6) iB®®^^^i6^^4«aB&^i:bt:^«^s^ 

"(47) ±IB (3 6) |Bm®^fei!§#t6^^^SW«I^^ttT^^t- ^O^K 
"(4 8) ±IE (3 9) B^OfHa^^^i^^^i^^-^^^-^^^ T\y}\^^-^tz^ 

(49) ±iB (3 9) tmo)iMi.^mmmt\.x^mt^. T\.)\^^-i^rz\s: 

(5 0) ±!B (3 9) tm(Dmi^^m^mt\.X^^t^. 7U)V^-^rza: 

^Ist^^iiB (4 2) um<Dtfii^^mM^t\.x^^t^. mn^mmomwi 
°( 5 2 ) ±iB ( 4 2 ) mmotfi^^MM^t t-c^^fSs 
°( 5 3 ) ±iB ( 4 2 ) %im.(Dmi^^mm^^t t-c^^i-s, 

^°( 5 4 ) ±iB ( 4 3 ) ?m<Dim^^^^^i^ vx^^ti. u^fiLi^m^m 
(5 5 ) ±13 ( 4 3 ) imoifi^^mM^t \.x^Mt^. u^f^&mm<om 
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(5 6) ±is (4 3) m(DiA.i^^mmtvx^^t^. ^E.mm&(^^ 

(57) ±IB ( 4 4 ) imcO^^^^M^t U-C^Wt 5^ "i? ^ i^^T.'S.t: 

(58) m{^A)%moim^M^WL^h\^t^^t^. '^>(}l7.^tzm 

(59) ±12 (4 4) iBigOjAi^^^^^^eS^^i^^"^^^^*^ ^^}l7.t.tz 

(6 0) ±13 (2 6) sfcii (2 7) ia«®^7^h-^fettse®«««^i^ 

(6 1) ±13 (6 0) IB^C^T*^ h*^fc(iSSR^£t?afi!t^i:t-C^^1-2)x 

(6 2) ±13 (6 0) mm<D-<r^ \^^tci;i.m&n^^^)i^^tLx^^t^. 

(^^ai)i£-fe>^'-) S5«a^^ (i989 #) ] > v^-r 
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(i,^iT.Gal-GlcNAc J:«5to)Ol$SMff U.V^Uliml&*^US^cGal-GlcNA^ 

\^^tg^^i:ti^ ?£*4#f^C^^«U a^<^j5&^s«icM#t- 

t b>fbWi:t-C(±. t hS^^^mft. t (complementarity 
determining region:lUT. CDR i: B&fBf 5 ) ^TO<4^^^ if ^ ^ ^ c 
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xizmt^Mscu higG2. higG3. higG4i:i.>-=.fc1?-^^ ^;^©^^•fn*fflv^sc: 2:*^ 



t hSCDRi^^imi*®CHi:i>T{i. hig(;M-rn«iAiJ»&5*.®t-*<ttNAs, higc 

^^;^O4>0/!)^»5i-e^>3. mChlgG^^XlCgl-ShlgGU hlgG2. hIgG3. hlgG4i: 

tvxii. hlg^;MttLa>,^*^'S:?.t)<^^-*)■t<.^^7;^^.5^,^{i;l^7;^©^,©=& 
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.j/r-i-3 >X(Monoclonal Antibodies: Principles and Applications), Wiley-L 
iss, Inc., Capter 2.1 (1995)] « 

^:^>-2 (IL-2) [^t'r3i>X{Science). 193, 1007 (1976)] s ^^^-D-f^ 
>-12 (IL-12) Cs;^-:h;i..:ty-n^3-9-'f h • 3|-D 5;-(J. Leuc. Biol. ). 
55 280 (1994)] . =.D--f>m@^-efeS!S!ia«3D--*>Ji»H^ (G-CSF) [e^ 
"L^;^ . • A-f *o i^*;v . ^ ^ ;^ h 'J -(J. Biol. Chem. ). 258. 9017 (1983)] > 
v^D7T-i^3n^-f.J^a^ (M-CSF) [2;^-:h;V.:t^-x^;^'<U^>^ 
;i..^x^i^>{J. Exp- Med.) , 173. 269 (199E)] . ^mM'^^u77-V^^ 
=^-%m^^ (GM-CSF) Vy^-^}^ . . ;U ;i- D • ^ i X b 'J -(J- BioL 
Chem.). 252, 1998 (1977)] s nmm^'^^^=^'i ^^^^^ ^^^-^ (EPO) i'J^ 

. . ;W;rai^^;V • ^ h U-{J. Biol. Chem.). 252. 5558 (1977)] . 
Yuyif^^f^^^ty (TPO) C^^^^-(Nature). 369. 533 (1994)] f^Ki^^io 

:^m<Dm&nii^h<^y^^<^^^^^'^^^^^ IL-2^IL-12CJl5.NKillia. T 
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(1) ^'^M • T ^ y !^SsM^*r 

nSc BioLC « HPAEC-PAD (high performance an ion-exchange chromatography-pulsed 
amperometric detection) S [ v ^ ' :t ^ • U H • D V b 7 ^ - 

(J.Liq.Chromatogr.) , 6.1577 (1983)] izl-oXmmm^^iSit^mWri&io 

U-(Agruc.Biol.Chem.), 5501.283-284 (1991)] iZ'^-oXmXiTi^^mLtzm^i- 

(2) mmmmmm 

U- (Anal.Biochem.) . 171.73 (1988). ^m^^^S 23-^6 M^li^^ 
^m^-ty^-) Mmf^'Fm (1989^) ] ^::J:t3^7^3i;A^-etSo Z^^TcM^vy 

7-D>;; ^»*iig®^ne.o3Smi:J:ti(l-?.c^ic<tD> ii^«5i=feJi^-r 5:^ 

hU- (J.Biochem.) , 95- ^^^^ (1984)] Sffofc^. y;i.55§l^<fc Oi^^^SfJO 

PA^bsem^ccifii^^u i*^i^Dv^^57^-^^TOo^^v^-t^ ^iztfe^Mos 

^.;;7-±l3 7-p>y hU ^l^;^^>^'-H (TaKaRaM). Xi^[7^'JT^:^;^• 
l4 
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U- (Anal. Biochei.) . 171, 73 (1988)] tOT^t^^^ V<omX^^ 

$ izm^^ MALDi-TOF-Ms i^mwm^n^^^ 2 tfiTtmm ^ ^ ^) ^ 

* Fucol 

*GaI 5 1 ^4GlcNAc & l-*- 2Man a r 



x*^*g^b^^v^N-^;ui^^> Kj^^^^cDMl-sfliRc^i DStttf^^fSo-r^to 

n^vK^^^ip-ftsn^n^mi^^FomiiS^rsmfl^ (Fom^) . i*/^^^^ 
i^/tJD^nsm^^Fi^ii^^t-ami^ (Fiin^*) . ^^^^^M<^i:-t'e>^--*N- 
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nrziM^(D ADcc tgtstfigfi-rsfeaciis ±m\.rzmm^^'^'<^^^<^^^^^ 
izx*)tKmzm^\^'c^'^^m^^mL. mm^mntbx adcc TSi4*isas-r 

^m^ntzifi^o ADCC rStt^ismr s tz mzn. n stf^^ijiTr fo tm(ow^itm 
^5i^tlfc}^^^^^cDADCctst4^}IPS'Jt5^c«)C{±^ F2tJx{*oi^«it*'£i§<-ri^« 

±M0?Ji-5C. FOm#> Fim*l^*5J:t^F2mi*4eSt;i?^EJ:t*^iiii5-r5^J:lw 
^,oD-t-*^v^o m«^oFc^^ciS^-r^N-r^r5^;i.^>:3i^^>C7^-^=£M 

Bg-C-$.5.YB2/3HL.P2.G11.16Ag.20« (ATCC CEL 1662; liiT. m/OmMtmit 
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ai,6-73i'^vb^>^7=^^— '2' ^^^^^ FUT8i:?/m As$>;fe.ni.o 

2 5 W J: t Tffl ^ 5 3 i: T- ^ ^ o a 1 . 6 ^^(3 2>^^ b-C li. 

m^m^hvxiA. mm. mm. mm^. m^mms m^mmm. mtt^^A 
mm<Dm^mmtLx\t. xi^xubrs. ^^^rm. ^^^)\^y^m. fv^^^^ 

3U4^/^•^x'J'^7AM. K^tin^v-^)t>um. iy^-Y^±7.m^Z 
mt.^m&^. m^\-^. Escherichia coU XLl-Blue. Escherichia coli XL2-Blue. 
Escherichia coli DHK Escherichia coli MClOOO. Escherichia coli KY3276. 
Escherichia coU W1485. Escherichia coli JM109. Escherichia coli HBIOK 
Escherichia coli No.49. Escherichia coli W3110. Escherichia coli NY49. 
Escherichia coli G1698. Escherichia coH TBI. Serratia ficaria. Serratia 
fonticola. Serratia liouefaciens . Serratia marcescens. Bacillus subtilis . 
Bacillus ;>r.vloliauefacines . BrevibacteriiJm amoniagenes . Brevibacterium 

iirnnariophilum ATCC14068 s Brevibacterium saccharolyticum ATCC14066 . 

Brevibacteriun flavum ATCC14067. Brevibacterium l_actoferinentum ATCC13869. 

Corynebacterium glutamicum ATCC13032. Corynebacteriuq glutamicum ATCC13869. 

norvnebacterium acetoacidophilum ATCC13870 . Microbacterim «iaphiluin 

ATCC15354. Pseudomonas putjda . Pseudomonas sp. D-0110^*$)lf 
mmom^mUt\.Xlii.. Saccharomyces 1 . Schizosaccharomyces 1> 

KluYveromyces ^. Trichosporon Schwanniomyces PichiaM^ Candidal^Cl 

17 
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mt^Wi^^s m^lts Saccharomyces cerevisiae . Schizosaccharomyces pombe^ 
Klu yveromyces lactis ^ Trirhos poronpullulans. Schwanniomycesalluviuss Candida 
utilis ^ ^fctf ^ C ^^-gg i>o 

wsMMo^m^m^tLxit. 7^:^^xo-T^BS-cfe5Nso^Ba. sp2/om 

^ --X;n A;^^-5ipmW CHO/dhfr-iffllBS. CH0/DG44 «^ 7 «)/ h ^ xD-v 
YB2/0» IR983FW. COSiiflS. t h ^ xD-vSBflat-feS:^ 

(Namalwa) ifflSS«:if)t)i$.{f eix?>o »tb<tts --XJ^A7.^~m 
MilMt 5 CH0/DG44 MM^t^^ If n 2> « 
m*/iiBa®^ii^SSi:b-C{i^ S podoptera frugiperda om^MM-^^ ^ Sf9^ Sf21 
CBaculovirus Expression Vectors, A Laboratory Manual, W. H. Freeman and Company, 
New York (1992)) s Trichoplusia nL<^§pmi8BflST-fe5 High 5 (Invitrogen ttSli) 

73 >>;i. h 7 >X7 X 7— b\ b < ii FUT8 m\-f^mo 

^^^^^:S:^^t^rzi5b(Dibmii^^rz^^mi^tLx\ts mmmi^x. m 
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jf t b < ti FUT8 If 5) n 5 o 

. ^ ,^ ^ _ ^ t h ib^ii. S»l§P^mMoite^^«fi^'f > X ^ 3 > 
r2>3tJ:Dm#t- ?>^i:*-T-#5[Proc. Natl. Acad. Sci. USA. 77. 7380 (1980)]c 
b7>;^v;xr:>;;^|^thilj'^i:tT:li. V^^. v^V. ^^^^ -"^H;. ^ 

i|,^Sf^i^T^^i:t::^0>MOii<5^oh5>;.v^'xx..^l^bhi&%^fc(±^ 
.y^T^ M^t Mj,tI^ftMr?>^i:iP'-C-^?. [Manipulating the Mouse Embryo A 
Laboratory Manual, Second Edition. Cold Spring Harbor Laboratory Press(1994); 
Gene targeting . A practical Approach. IRL Press at Oxford university Press( 1993) ; 
,,^^^^,;^;V.>,j_X8i^->^-^'Vx^>^.ESM=&fflV^fc^^^'i'^® 

mmm^tVXlt. -^^MUmve, 292. 154 (1981)]. v«y -■7hU. r 
53i:*^'-e§5>[Science. 280, 1256. 1998; Science. 278. 824 (1997)]. 

SUSmtbtti. ^J^«> MtlO)^;!^^ (^|.^Hg 63-309192) . wm^thH^^t 

h7>;^i;x:^-y^*lt)®f^M^ffii:b-C(i. ^SR[Biol. Chem. .380, 825 (1999)] 
t^i^l^&iJ^n. .y^T^mmi^^y^mtLtit. XiiiLPlant Journal. 11. 
1195 (1997)]*sS>lf "o^®" 
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(1994)s 21 (1995)s Trends in Biotechnology, 15, 45 (1997)]lCi^i:-C 

j-^^^^_.;N-.f;r7^^/Di;-{Nature Biotechnology), 16, 847 (1998)] 
-C-#2. Immunol.), 160, 293 (1998)] » ^-^ 

(1) t b^i^^i^^'^^^-®^^ 

t h ijii^(D cmmt\.x\t. HMO t h m^cD h natf l ^ c ^igix-^ s ^ A^t- 

bh}?i;{*:®H^®IgG11f^^^;^^)C^Ji (WT. hCr lii^lBTS) 

20 



Page: 22 



WOOO/6,739 PCT,JP00/02260 

^^T' s * o■e$.n{^v^ip^di 5 1) o-e ^fflt^ s :i § 5o PAGE107 [-y- 

^ y D v-(Cytotechnology), 3. 133 (1990)] . pAGE103 ' ' 

,U ir>T^^7.V^) -(J. Biochem. ), 101. 1307 (1987)] . pHSG274 [s;->(Gene), 27, 
223 (1984)] . PKCR \,ru^y-v^ ^ ^^7. • - ^ ' i-i^s±)\^ - Ti:^^-" ^ 
. i?->f x>;^(Proc. Natl. Acad. Sci. U.S.A.), 78. 1527 (1981)] . pSGl 0 d2-4 
1-^^ H^^yDv-(Cytotechnology), 4, 173 (1990)] ^iJ^felf e>nSo S)«3«B 

-^^t^ynyV— • ' ^'rlT.V .U-(J. BiocheB.).101, 

1307 (1987)] . ^Dr:-^'f7 7>6lfll#?'t''r^l'^®LTRC/W:t^^*;i'-:^>^* * 
^ ^-7 ^ i)^^^.z2 I i -^r-i^H >X(Biocheni. Biophys. Res. Commun. ), 

149, 960 (1987)]. ^^^oy -J >H^orD^-^-[^;KCell). 41, 479 (1985)] 
t^y/^y^- [-fe^KCelD, 33. ^17 (1983)] ^ifiib^-fonio 

Di;*;i/-/V«;'X(J. Immunol. Methods), 167, 271 (1994)] o 

( 2 ) t b M(r)m^(Dtm(D V n - H -r 2) cdna 

thJii^©16tIcDKfr.««Jx{i.-rH7;^|fL^0HfMi;LiaVtS^4r>-Kt-ScDNA 
(±UiT05 i ^ 13 LT^^f T S - ^ ^ ° 

1-5o -^fiKUfc cDNA :£7r-vlKVMi7-7X^ h-^®-^'>^-lw^D-->i^bT 
cDNA 5 -f >J - tf^MT ?>o 1^5 ^ U - J: (3 . gt#©T ^ T^mcD C WSU^ 

^yr-^;m^'^mm^yy^ ^ t^'s^' L ^ V K-r 2. cDNA 
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t ^w^oi^ltIi:L/-c{i^ ^-^t.. vo/hx ^tyb^s M-rruK 

- h U 7;i/;r □i^^-fei^'i' AS VyX--f >-x>1f-f^Di/- (Methods in 
EnzymoL), 154. 3 (1987)] . t fc^ RNA *^ e> niENA ^ISMf5;5ai: LTti^ 3|- U 

Tr:aT;i/(Molecular Cloning: A Laboratory Manual), Cold Spring Harbor Lab. 
Press New York, 1989] l¥*s$)(f 6n2>c ^fz. /n^^U K-vM*^?, mENA 
^t^^'y htLXlt. Fast Track mRNA Isolation Kit (InvitrogenM) s Quick 
Prep mk Purification Kit (Pharmacia *t^) ^*^'$>if 6ti5)o 

cDNA (D-^mRV^ cDNA 7 ^ ^7 U -f^^iS tbXlt. t?* ^ - • □ - 

: T • "7^^^ h U — • vr:jL7';KMolecular Cloning: A Laboratory Manual), 
Cold Spring Harbor Lab. Press New York, 1989 ; b > h • rp h :3-;i/X • ^ > • 
^W:JF-j.-7 — 3|-Pi/— (Current Protocols in MolecularBiology), Supplement 
1-34] . ^l^itf^fl5.<D^'y ^^ m^it. Super Script™ Plasmid System for cDNA 
Synthesis and Plasmid Cloning (GIBCO BRL ttUi) ZAP-cDNA Synthesis Kit 

(StratagenettM) ^fflv^^.:5^^t J:*/t)S$>(f ^)n5o 

cDNA^-f X3 U-0{lFS^®l^>s n^y) H-vMA^^iltimbfeiiiRNA &^Mtb 
-r-^fifebfc cDNA ^e^^jitf-^^ ^ cDNA ^m^3i465'<:J'^-T-feni^i.>*- 

35: S ©T? ^ ffl ^ ^ ^ ^ ^ 5 ot?"] X. ZAP ExpressE :^h^v' i; -X( Strategi es ) , 
5, 58 (1992)] . pBluescript II SK(+) [7 Iz-f «y ^ • Tf^ -y X • U ^t-^(Nucleic 
Acids Research), 17' 9494 (1989)] . A zap II (Stratagene^tii) ^ A gtlO. A 
gtll [DNA '!7U——y^' : T • X^^x-f • rXD—^(DNA Cloning: A Practical 
Approach). I, 49 (1985)] . Lambda BlueMid (Clontech^iS^i) . A ExCelU pT7T3 18U 

(Pharmaciai±M)sPcD2C^W=>r^7--T>K--fe;i/^--/W^Dv-(Mol. Cell. 

Biol.). 3, 280 (1983)] St>-pUC18 [i^-XGene). 33. 103 (1985)] mt^m^^ti 

^y-i/'^i^iir^x^ \^^^^-iz^*jmm^ti^ cdna ^^x^u-^^a-t 
^i^w,mtLxi±m cDNA 7^X7U-^^A. ^^Rumn'(:^^^(D-c$>nm^ 

ij^fji^i,(DX^mi^^Ztiy^-Q^lo m^\i.. XLl-Blue MRF' 
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(Strategies). 5. 81 (1992)1 . C600 [i^x^^x^f ^X(Genetics). 39. 440(1954)] . 
Y1088. Y1090 [1?-^x>X{Science), 222. 778 (1983)] . NM522 • ^ 

zr.^\.^jLy-'^Utui;-{J. Mol. Biol.), 166, 1 (1983)] . K802 [i^l— 
t)V-tr'^U^=Ly--^Uitui?-{3. Mol. Biol.), 16. (1966)] m 
JM105 [i;->(Gene), 38, 275 (1985)] ^A^fflV^e.i^2.o 

5 cDNA ^D->(DM4i^ftfcb-cii. T^^yY-rm^.^i±^m^Ltzya-r^m 

V>fc3 ^-f -e-i^ 3 • ^'^ ■'^'"^^ ^ 

^[^V^a7--^D-->^:^-^'^^^'^~" v-a ■7;KMolecular Cloning: 
A Laboratory Manual), Cold Spring Harbor Lab. Press NewYork, 1989] lzJ^*)M 

nt^z tifi-n # So sfc. v-:£|ISUibRna cDNASEv^ii cdna 

ij-tSIMiiU'C. Polymerase Chain Reaction [WT. PCRi£i:SIS-r5 ; 
^ b^a^- • ^P-->^ : • 74^5 h U - • v^ay;KMolecularCloning: A 
Laboratory Manual), Cold Spring Harbor Lab. Press Ne. York, 1989 ; * W > h • 
7-ohn-;vX"r>-^l-^i^--^^^^° i?-(Current Protocols in Molecular 
Biology), Supplement 1-34] lei D H^Sl^^L^V^^^n- Hf 5 cDNA ^PSit 

^l^i^mtl^m^ntz cDNA igl^®JISi^5S*i:-r-«3Br^. pBluescript 
SK(-) (StratagenettSi) ^(T^r^:^ ^ Flc^ u-:^>i^U ^lSfflV^?>n2,iSSiS 

^JiMff^^^i. ^J^«^^ 1^>^- (Sanger) e.Oi^T^^t^i'S [ro >i^^ • 

^^.^^.^,^3^;i,.:^^^=-.;i-r-1t^x>:;^(Proc. Natl. Acad. Sci. , U.S.A.). 

74 5463 (1977)] ^cDEJi&4^7V^. igmmim^mmW. m^lt. A. L. F. DNA 
,>l/;x>it- (PhannaciattS^) ^^fflV>T:j!¥«ft-SCli:f^ cDNA©«Si2^J*^ 

Ay Di;*;W'f ^(Sequences of Proteins of Immunological Interest), US 

Dept. Health and Human Services, 1991] tit^t^ZtiZj:*). m%LtzcWkt^ 

^mi^ t ;HE?'J ^^tf mi^^o Hiist5 L m v mm(D%±t^ r x j ^ - k t 
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'f>X-;d->^-^A>'Di;*;i"-<>^L'X h( Sequences of Proteins of lnmmological 
Interest), US Dept. Health and Human Services, 1991] J:it®1" CliitlJ: 0^ 

X-rPT^l' >X-;i-X"f Di?:*j;L'-^' >^ l/X h (Sequences of Proteins of 
Innunological Interest), US Dept. Health and Human Services, 1991] tit^t 
d 1 1 J: o T Bmt- - *ST- 1 So 
(4) t hS^^/^tai*^^'^^^-®^^ 

H-rS cDNA =£^n-->^U t hS^^t ^^i^^^^l'^^ ^-^^^t"?. 3 ild^T- 
^So 15<Jx.a> t hJ.m®iltl0Jn<*®HmSt;^LmV1S^^=!-h-r?. cDNA 4^ 
t hJ.^^1>®i6igD®tt^^^H®^i(J^L^V^SlS0 3'*3S«iJ©MiB?«Ji:t ^^5t^^0HISS 
If L fi C ^^<D 5' *Sgf JOD^SIB^'J iliJ' ^ ^cSJISS^^O^iaiE^iJ 

sgK:^i-r5-^B!cDNA J: ^n?ns!^u ^n^n=S:*ii4 0 (1) izmm(D\:. HbK 

(5) b hSCDRMirti*<7)VM^*:3-Kt-5.cDNAc7D^^ 
t h M CDR ^mifiii^<D Em^V^Lm V ^i^S - K 1- ?, cDNA tt. WT® ct o tc U 

OCDR^^*l1-5.t hj?i*0HilStJ^L^V^Ji©7b-A7-^ (lilT. FR ii^lB 

^J^«> Protein Data Bank^Ox-^-^-Xt§^^nTV^2. t ht?i<^© H IMt/^ 
L^V^^ODFRCT^y^lH^iJ. t hftitt:®H^SU^L^® V^l^0FR®=§-1tr^ 

>^UX h (Sequences of Proteins of Immunological Interest), US Dept. 
Health and Human Services, 1991] ^ifi$>\-f^tii>1^. ^©4^T-4j> +^^ft§+S4 
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5glR bfe t h m-(^ H 0St;f L m V ^J^© FR <D7 X ^ KSa^iJt i t h 

h^uVfi)\^-^y^^^ ^( Sequences of Proteins of Immunological 
Interest). US Dept. Health and Human Services, 1991] S^mbT DNA iE^Jt^^ 

m t b s CDR h iMSt^ l ^ V y X y wm\ ^ n - h- 1 s dna e 

DNAS^fi^u ^ne>^fflv^TPCR^^^^T^o ^o^^. pgr -c-ros/s^a^su^^^ 

Drtl^d:DNA©^^*^e)s Hm. LfIi:*6*©^g!cDNA^^tt1-5.-i:*^»^^<'^o 

2,^i:*^-e§2.o PCRm^ tiltiMtlSr pBluescript SK{-) (Stratagene ttSU) 
7;^^ HlCi7D-:^>i^U *IM4® (2) lZ|BiSO;5ffill<t igSiE5>Jt:yi^U 
t h M CDR H tiSO^ L M V r ^ ^ ^id^iJ ^ 3 - H f 5> DNA IE 

( 6 ) t h §2 CDR ^mK^(r) V ®i|c<^ r ^ y ^lE^'J 
t h S CDR @ S^© k b W^^cDl&i^® JnfrCD H ^-RV^ L ^ V CDR 

{i7^© k h W3^0®J^0m<*:{w j±-<-r {£T U-C b t o c i: ip-W nTV> W 
5-^yDi;-(BI0/TECHN0L0GY), 9, 266 (1991)] o CCJlSi: bt{±, 7C®t 

CDR mmz'^^^ t h Jni^cD H m^xf^ L ^ V m.(D n o^^t 5 r ^ y ^s^-n > 

-eii. t hJn'*®HiIS'JLiiV^iScDFR®T^y^E?'J©4't-. iigi^tJ^i:®^ 

■^tM^ UT v^ ?. T ^ y ^^^^ CDR © r ^ y m^mt^-^m t s is^oif^ 
«ii=&^li^u p^«e^{cif[]f.i:cD^^{wi54u-cvN57'iy^^s^p]^b^ 

TSt4^±#^^^-S-i:A^*^Tt>n-C<.^S [;^M^/^^yo•>•-(BIO/TECHNOLOGY), 9. 
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266 (1991)] o 

[;.^^_^;i,.;i-^.:Elxd^i7—/W:*-Di^-(J.Mol. Biol.). 112. 535 (1977)] 
l^l^{i:3>t::L-^-^7='J [ruT^-f >.x>i;r7>J >i^(Protein 
Engineering), 7, 1501 (1994)] miZXmii.(0^immommi&Xfmt^nt)tlX 

ffl^,^T^:^I4<Z) (5) dlB®© PCRS'&^t^ cJitii ^fi£T'§^o PGR ^©11® 
( 7 ) t h ^ CDR i^fiii]T;i*;^m-^ ^ ^ 

2{i:Jl4cD (1) tcfB«g©t h^binfr^mffl'^^^-®^ hSiii^H^Ziy^L^C^ 
W.^:D~Vt^'MBl'(D±WU:L. *:I140 (5) (6) -e^^bfet CDR^ 

^J^'^^ 7iiJi4© (5) at;^ (6) -et 
h m CDR H L V mm^mmt 2. i^icffl t ^ ?>^^ dna © ^ t.. sis 

® (1) icIBifeCt ^^b^n<*:^Sffl'^^^^-<^thmi^©HMZitJ^L^C^^S::- 
(8) t \-{tm-<D^^m^m 

*JI4<D (4) :Rt; (7) izmm(D\ihitijii^^M^^^-^^^^'i^ib^^^''^^ 

2-25789U -y-^f Di;-(Cytotechnology), 3 ,133 (1990)] ^i^felf e>n5.o 

n i>iSi*;® Fc mmizmut^ n-t^: it = > tc 7 □ ^fl-io^ -^i- 
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CHO/dhfr-«. CH0/DG44 ^BS> ^ h ^xD-v YB2/0 «BIR 

257891 Cgi^^nrv^^^ifiC^t^feVV G418 sulfate (WT. G418i:miBt2> ; SIGMA 

BPMI1640 iB^^m^m . git iS^mm^m) > EX-CELL302 
tglte (JRH ^m) . IMDH tgife (GIBCO BEL m) . Hybrido»a-SFM litfe i^imm 
ttM) t^y::Itv6t&ifel::^B&£i^af^l (lUT. FES t^Bt^) 

. ^ . J. u- • vxaT;KAntibodies: A Laboratory Manual), Cold 
SplgHarbor Laboratory. Chapter 14, 1998. ^ 0-t;V • T . X : 
7-U >->7-;i.X ■ T> K • r5^^^;^(Monoclonal Antibodies: Principles and 
Practice), Academic Press Limited. 1996] ^ll J: t)^S«^'et So Sfe. B^mt^ 

i:^'T-^^ Cr>x.:t.T^.X:T.^4-;^hU-.vx.r;HAntibodies: A 
Laboratory Manual), Cold Spring Harbor Laboratory. Chapter 8, 1988, ^^^n 
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-:^;^•T>?'f 5J^7='f X : rU ^i/T-Jl/X-ry K-r^^T-f ^(Monoclonal 
Antibodies: Principles and Practice), Academic Press Limited, 1996] « 

Tt^Ur^ U )ITI H^;i/mmi*lii[aTsSDS-PAGE JiaiEtS ;^'f ^^-(Nature), 
227, 680 (1970)] -^'^701;^^ >)/x-f >i^^ [r >r -f JJ^X'f X : T-^Jif^ h 
ij_.-7-ar;i/(Antibodies: A Laboratory Manual), Cold Spring Harbor Laboratory, 
Chapter 12, 1988. p-:h;b-r>7^'f 5t?7=-f X : >i/X;uX-r> h*-r 

^ ^ 7^ ;^ (Monoclonal Antibodies: Principles and Practice), Academic Press 
Limited, 1996] llT'SiJ^-rS3i:*^-e#5.o 

(9) t KbJ3x<*0?StS» 

EISA?£;5t;^m^lAfr^C^^>it— -^^^^^tr-iCancer Immunol. 
Inmunother.), 36, 373 (1993)] J; DJiiJ^T-^ So VrM^mmm^miznt 
mm$mmmt. CDCtStt, ADCC«<4^^«iJ^f i.c:^:i3«t•3^ f¥ffli1-5:ii:*«T-§ 

2) [^•v>-9- TAyPi^ — ^ Ay -te-^ t:— (Cancer Immunol. Immunother. ), 36, 

373 (1993)] o Ml^t Ht*fLi*©thT-0$±tt. ^m^^li. i3-i^^V)\^m<D\^ 

^zt^^mttio bipu ^a;v^ ADCC rSt4%w-rsi?i<*:H:^ s«fflsa^micj;D«§ 

iSv^ ADCCrS^4^W-r-i.5T;ft;'£ffl''^-r^5g«Si^it5:ii:tzi5. 7U)i^-R 
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-^)i{zii^r^m^ffoi^. r^m'^(omm^xo)Mmmmm^-^^' adcc tst^^ 

D-cu-7u-^'?- -<;^-^>vm(Dy\y-^'i-%mimQmti.xm\>^x^Mx 
comm. x>r>. T;i/A:>^:J-hue7A^oii^^j. xx7>j>ii-7i^T->'t7A. 
Lxm^^xwimx^i>. 
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mmit ti 73 ^m. ^mitmm titittDi^^ >K^©sfr * m \>^xmm^ n s » 

imtLXM:i^mz\t%m. ^u-fe'jv^d^'Fij^^nso ^<b-&ti*i«fct5fflVASS 
o^ma^nzti^^^x^mnmxmanitLxmTnLtz^^^WiMt^^it^x^ho 

t UT {i. CDC rS^4^»l^^£^ ADCC rmm^m^i^^if^ti. H > tf ^^^i: UTtt^ 
■?r^7.m(D^^m<ll!!}XC0mM^^^^^tztnMMU^^i^^i-f'bti^o 

^t:— (Cancer Immunology Immunotherapy), 36, 373 (1993) ; =Jr-v>if— • Ult— 
5^(Cancer Research), 54, 1511 (1994)] mm(D:Bm^'iftoXn^ Z.ti^X^ 

6. ^i^mm^i'(Drs^'&^M^rzimu^^^i5m 

rSt4A^*(Sji^nfc^fejg^tl^^^5fei*F*ll::©#-r5Ci:t<t'3. 4i^l*lT-tis ADCC 

s. 
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mim !fiSibfc5«?SOl?tGD3^^7m»:®SDS-PAGE(4-15X^^s;x> V^JV^ 

^n^n^nm^'n-otzm-^^^c u-> i A^iii^^m^-*-^ 2*syb2/o-gd3 

^mi*. 3 # CH0/DG44-GD3 ^^'7ifii^.AP SP2/0-GD3 :^r^ 5 ASNS0-GD3 

YB2/0-GD3 CH0/DG44-GD3 Di)^* SP2/0-GD3 =Jr^ 7 

mfrs ■;!)JNS0-6D3:^^^iS«i(3O2K A*^ NS0-GD3 7iA*(GIT)©rSt4=£^ii? 

^30 *|^Ufc5ll?i®inGD3=ir^^tAi«i:®t h ^ ^ y G-361 izMt^ 

OUfi YB2/0-GD3 "ptfii^. CH0/DG44-GD3 D*^* SP2/0-GD3 5 

■ASNS0-GD3^^7ia#:(302K AASNS0-GD3 =^;< ^}A#:(GIT)®tSi4<£^ti^ 

^ 4 ^ mm\^tz^ mm<DtfihlL-5TL a CDRi^mtai*:© SDS-PAGE (4~15%i7-^i;x> 

YB2/0-hIL-5RCDRm<*:. 3 A^' CH0/d-hIL-5ECDR J^i*:. 4 NSO-hlL-SRCDRmfr. 5 

^ 5 la ^il^Ufe 3 a^ODiithlL-SR a CdlWifO^O hIL-5R a JlWlg-^fSt^^iA-ft 

sa^^{b$i^T?ij^bfciiiT-$)5o mmiMi-5i atoi^^rs^i. mmtin^m 

m^'en^n^^tc Of^ YB2/0-hIL-5RCDR ifi»s mt^ CH0/d-hIL-5RCDR ta«i. D*^' 
NS0-hIL-5ECDE }?i^*©tStS ^^n^n^fo 

msm n^Ltzi mm<Dtfi hiL-5R a cdr ^^tmi*® hii-sR ^^v-j?;^ T 

CTLL-2(h5R)tlMr5 ADCCTSi4^^xtfcllT-S)?>o *5f$fttzmPf SfStSs ^llUl-tni^ 
^iJt=£^n^n^^■ro Oi)^YB2/0-hIL-5RCDRJn;ft:. CH0/d-hIL-5RCDR trL«:> Di^ 
NS0-hIL-5RCDR ^5^tt:c75tS^4^^^^•?'i^^^■ro 

^70 3lt^CD}5T;hIL-5R a m^mtji»(Dt} -■!7 -i "^JKD hll-Sm^^ 
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IZBWl (}jx#:SUfhIL-5OS4-§iJ&B'fe0Bi:Ufe) S-^n-^ti^-fo lOU lOEA^ia 
mm-^m. sou 302. SOa YB2/0-hIL-5RCDR ifiH^&^m. 40K 402s 403 
CH0/d-hIL-5RCDR mWik^U. SOU 502. 503 ifi NS0-hIL-5RCDR 

msm YB2/0 if^Miytzmmm hil-sr « cdr ^Mtfti*: um) a^n m if^m. t 

^cMMtahlL-SR a CDR«1a<* (TfPJ) ® PA ^b^l^Oj^lS HPLC ^SiO^gi^ 

@) PA <b«iii^ a-L-7rj v'^-Hfsasbfe^tziitis HPLC i:^m\^xmz^ 
^911 cHo/diifflfls*siSbfc:^MmhiL-5R a ziimmK{i^t'<b^Kimm^mm\.. 

^ 10 El IMS^H^^ %mm-9^<D--Ucr) GD3 mi*?g]t^^lb^-fr 
-a5(3Dt h ^ ^ y -TSffflSa^ G-361 \znt^ ADCC tStS^^U^cST-fe^o 

^ 11 n nmmm^. ^mm^o^-^ts^hm^\^fz pa <b«i^^3£ffi hplc t-^is t 
s FUT8 m-wm^(Dm^mto mt^ cm n*^' yb2/o mm^^^ 

1. Jn;^>^'J^i/ H GD3 t hM^^ 7^*0^ >xAS%m^^ ^-pChiLHGM4 ® 

L^0D^m^<;7^-pChi641LGM4 • ic^ • ^ Ay o-:;*;u • ^V>;/X(J, 

Immunol. Methods), 167, 271 (1994)] ^^^^ Mlul (SSii^tSi) t Sail 
Tiitai^) -C-^BrbTlf^nS L^cDNA^^tfJfi^4.03kb©iT^S->:i!)tl*il§^^m^ 
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^i5^-pAGE107 [-tf-f hx^^ni;-(Cytotechnology), 3, 133 (1990)] ^^MBM 
Mlul (^SjittM) iiSall (^iiiittSli) f«IBf UT^?,nS G418 iStttiEfi^Rt^ 
j^r^-f i^>'!/i/i^i-)\^^'^tsm 3.40kbO»fn-4 DNA LigatioB Kit (SffiiSaSt) 
^m^tmi^. i^mmmmm [^l/:^ra.7--i^n-ii>^:y .7:Jf7 ^U-• 
Tz:ar;l/(Molecula^ Cloning: A Laboratory Manual), Cold Spring Harbor Lab. 
Press New York, 1989] ^mnmi^Vry^7.l K pChi641LGM40 §«I^Ufco 

±ti-nmm\ytzr^7.K K pChi641LGM40 SSiJIS^^ Clal (^MstltiS) t 
Wm'^. DNA Blunting Kit (SMttl^) $fflV>-C¥Ti*aS<bt. MtMluI 
tt^) T-OTUT^#^n2l LiIcDNA^#tr«i^5.68kbOSTl+tJnGD3dp;<^mit^<DH 
|g©^m^^^5'-pChi641HGM4 [v^^-t^;!/ • 3}-^ • -{A^ui/tiJl • ^ V>yX(J. 
IiiBBunol. Methods). 167. 271 (1994)] =£$fM^^ Xhol (Siiiitti^) T-13]®}f^> DNA 
Blunting Kit (SSMM) ^fflV^T^ft^mb. Mil Mlul (Sfgjgtt^) tr^iO^ 
L■C^#?)i^5HtlcDNA4^^f-1!^8.40kb®iTitS DNA Ligation Kit (SSiittii) ^ 
ffll^TM3^. ;^MgHB10m V^Jra 7- • D-:r : r • ^4^7 h 'J - • T 
- iT;i'(Molecular Cloning: A Laboratory Manual), Cold Spring Harbor Lab. Press 
New York, 1989] ^ff^Sig^ bX ^ GD3 ^mH^O)^ >r 2.m^M^^ ^ - 
pChi641LHGM4t:a^Lfeo 

2. iKm^^^^tni^o^^^^Mmmo^im 

pChi641LHGM4 SfflV^-Ci^^ GD3 ^tKi^(D^&^mmm^iikT(Dj;:olZLXi'?miy 

tZo 

(1) 7<v h 5.^D-vYB2/0 WSfflV^fe4S«C75f^M 
Jit GD3 "yf^i^^^^^ ^$'-pChi641LHGM4 (0 5 /xg^ AxlQ'mMCD^ h 
D — V YB2/0 ^flS-^xl/^ hD;tfU-t/3>S [If'f hx^^ypi/- 
(Cytotechnology), 3, 133 (1990)] iZctO^A^. 40ml 0 RPMI1640-FBS(10) 
[FBS(GIBCO BRL^t^)?^ lOX^t? EPM11640 igife] iZBML. 96 'i7x;utg#fflru- 
h ('Sife'^-^^^ hM) il 200 ;z l/'t7x;i/-r^^atfeo 5XC0j>f >='ra'<-^ 
-f^T- 37°C^ 24^P^tgllUfe^s G418 S O.Smg/ml l^Jfe^ctotcmSnbT 1~2 MP^ 
ig« b o G418 ilt4^ ^^■r JT^Mem^© ^ D x-Asmm Ls ii^0E«) e> tlfc x;i. 
J: ^)tg^±vi^[HliKU. ±ri4^<^iAGD3 7ta«:Oiaii^^fSt4&^S£fi?>J 1 0 3^ 
izmt ELISA ?i tc<t D ?i>J^ tfco 

33 



Page; 35 



wo 00/61739 PCT/JPOO/02260 

(3[)PIg^J-e^.5^VM/^-fe-b (WT. MTXfc^ia-rS; SIGMA tt^) *50nM#tf 
RPMI1640-FBS( 10 )mtC 1-2 x 10= m/^l 5 J: -5 {^JiS 24 x ;i/7-l/ - h 
(GreinerttS^) 2inl fo^abfco 5XC0,>f ^^^-^-^-l^t' 37-Cf l'-2 iiP^ 

ELisA mz^ 0 i'J^ b/co mm±m'pfziji gd3 ^m^^o^MiJ^Sft ?)nfc'i7 x;b 

±#$-&. gj!^95{wG418 4 0.5ing/mU MH ^ 200nM®?ggt'^trllPMI1640-FBS(10) 

^©j:-5{wbT#?,nfcj5tGD3 5m#^=£^^tsff^:sem^fla^ d-> 7-9- 
51 (±™ 11^4^5 a^^-ex|g^^^Il^^#x^xmft^iBs^^pif (B*@^^5i^ < 

timmiTi l#3-^) IwFERM BP-6691 i:bT^lt$n-CV>5o 

(2) CH0/DG44m^fflV^fc^M«<^f^ii 

m dp/^i?iii:B3i-^^ ^-pChi641LHGM4 CD 4 g ^ 1.6x10" SOUS© CH0/DG44 
JiflS-^xl/^ hn7}<l/-iy3>^ [it-f Di;-(Cytotechnology), 3, 133 

(1990)] \Zi.^mX^. 10ml CD IMDM-FBS(IO) [FBS 4 lOX. HTsuppleiDent(GIBCOBRL 
ttSi)S UgiSi^T'^tr IMDMtgife] \zmM\.. 96 r>x;i.^#fflri/- h (^1*5^^^ 
SJ) K: 200 A l/'i' x;bf o^ribfco SXCO^^ y^Jra^-^-t^f 37'C. 24I^Slg« 

bfc^> G418 S O.Sig/ml J;^ Iw^SDbt 1-2 MP^^Sbfeo G418 m^-^m 

tWi^m-Wmo 3 D --*^*m3^ b^ ti5icD^«t> nfc x ;i/ i 5 i$ii±fi^ hhr b. 

DHFR3Ee^Ji'ISm=£^'JfflbTm<*41M=&tiiJD^^i-5.i9^-t% G418^0.5iiig/iDUMn 
lOnM^tf IMDM-dFBS(10)tgife CS«f4^a^Elfil?S(WT. dFBS ii^lBrS ; GIBCOBRL 
tt^)^ lOX^tf IMDMtgti] 13 l~2xl05M/inl Cfcti* j^^lw!g?iU 24 '>x;i/r 

b (^mm^^m) o.smi ro^^ibfco sxco^^ >dra-<-^-i^-e 37-c-e i 

~2iiP^tg^b-C. 10nMMTXtm'£^^-rJf^MSmi*^^^bfco i^Mt^mi^^fltz^ 
x;i/Off^Se^^l3-^^^^ii^ ±iBi:!5Ht®:5S{c<tl3. MTX^i^^ lOOnM {i±#^ 
H^. G418 S 0.5iDg/inU MIX ^ lOOnM 0?i)fe^tJ IMDM-dFBS(10)tSife-etiM 
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(3) ■7^7.i:!^o-^mmm^M^^tz^mmm(D{'?^ 

mm^^y tfii^^^^ ^ ^ -pChi641LHGM4 5 g 4 x 10« fflHSOV -i; i x 
D-vNSOM'NXl/^ hD:}^l/-i/3>^[-9-'i' hx^^Pi^-{Cytotechnology). 
3, 133, 1990] 40inl O EX-CELL302-FBS(10) [FBS^lOX^ L-^7;i/^ ^ 

>(JiiTs L-Gln tmmt^ ; GIBCO BEL agi)^ ZmM^tf EX-CELL302 igife] 
96'i7x;i/t§ilfflri/-h (^'^-^'^^ haS^) t- 200 xi l/'i7x;i/-ro:J5'atfeo 
SXCOj-f >dpa/>s-^-F*g-^37'C, 24 ^P^lgHtfems G418 0.5mg/ml iZfSi^X'^ 
{C^^JPbT l~2mi^#l-fco G418i}it^^>tff$^fefe«<^3PX-*Jm^U ti 

fi^^mMm 1 ® 3 iic^x-r elisa miz x K) ufco 

DHFRiHS^ii*ilF.5:^'JfflbTin<*«feM*tilin$-&2.ie^T-. G418 S O.Smg/mK MTX 
50nM ^tr EX-CELL302-dFBS(10)i$tfe (dJBS ^ lOXx L-Gln S ZinM ^tf EX-CELL302 
tgife) Cl~2xlO=iSiBa/ml{r«:?.<tdiw^«lt> 24 -i; x;i/7-b- h (GreinerttlJi) 
\z 2ml To^au^co5%C02>f >df.^^-^-|^T' ST'C-e 1-2 ilF^igSbt.SOnMMn 

fflts ^ ^^ -r ff^® Ssma ^mm\.tz. B'^mmo^mmt^m.^ c^ntzti j^)\^co^^±m 

^JCDrn GD3 7 tn;«^CDinJ^;g^rS14^«fi^ 1 ® SlSCn^l" ELISA S5Ci D S"]^ U 

fco ^&«±fi4"^lmGD3^^5S^;i*<D£^*^Etoe)nfc•^7x;^®Jf^:«sgl»t3ol^T 
li. iMtnmcDi^mzx,^. MTxa^=£ loonM. 2oonM j:Jiife±#^H^. mmmz 

G418 S 0.5ing/mL MTX ^ 200nM ©^J^T-^tf EX-CELL302-clFBS{10)tglfe-C'iim°It6*» 

3. mit:®GD3Cl?^1-2.1^^TSt4®S'J^ (ELISA 

GD3 iC^^-r S^^fStSliWT® btiJ^tfeo 
4n]nol©6D3S 10;ag©v^^'^;i/^ (SIGMA ttS^) t 

5 ;a g©nvxxo-;i^ (SIGMA i:<£^tr 2nil y-;i/?g?tlw?gPbfcc 
20 p. 1 (40pinol/e7 x;i/ ?.) ^ 96 -^7 x;K75 ELISA ffi^ru- h (Greiner 

BBf 2. ; SIGMA M) ^^tf PBS (WT> IXBSA-PBS iiSIBtS) 4 100 p. l/'!7x;i. 

■cjnx.. ^?a-e i nf^m-^^^xn^thj^'&m^^^y^^^fzo ixbsa-pbs ^jt-c. 
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x;u-e*Dx.. ^ia-C- mF^SiiS^-a-fe» S^&^x x;v^ 0.05XTween20 (*n3t$6m 
1±M) ^^tfPBS (tATs Tween-PBS tmit^) T'iSfem IXBSA-PBS T 3000 
^iKUfc^>'l':t=^i>'^^— fe'1fia-^=^i'T;t h IgG(H&L)tn<$^ia(AmericaiiQualexttS!i) 
UTv 50 l/'t^x^l/T-Jn;^, ^?aT- 1 ^P^SJ^Scr-frfco RlS^s 
Tween-PBS fi5ferf»'#. ABTSSKM [2,2' -Ti;y-tX(3-x^;u-c>>/f^:P^y U >-6- 
;^;i/*>^)r>^-'i7AO0.55g^ lLO0.1M^ai>^Jga5M(pH4.2)Cc:^^U M 
ffliiBu{wJi^ib7K^=£ 1 A 1/ml -eT^iOUfc^TS) ^ 50 l/>>x;l/X•^Px.-Cl6fe^•^^•^ 
415iua ©iR^tS (^-ilT^ 0D415 iiTOI"?*) ^^iJ^bfco 

( 1 ) YB2/0 «S3t50^S«C)tgilStJfi?i{*<^*lii 

o-> :£BSA§0.2X. Mn=£ 200nM. h U 3- H5^n:^> (WT. T3 ^^131" 5 ; 
SIGMA lOOnM Oi^ST-^tr Hybridoma-SFM Igfifel^ 3x10= «/ml i: S <t ^ 

ICSS^U 2.0L:^t::'— ^h^l-- m^^'i'^^) ^^^^X 50rpfflCD^^T-m?i^ig#U 
feo 37'COtI?a^l*it' 10 BP^J^il^v tgS±ri$[aURUfeo tS«±?ict:0 Prosep-A 
(BioprocessingttM) *7A$:fflV^•C^ mft®iiHjmCi$V>. fit GD3 ^mii^^S 
I^iitfco ili^bfcmGD3^^7i?iWi. YB2/0-GD3dpp<7l?^i^:i::a^^r^tfco 
( 2 ) CH0/DG44 mU^^o^^BMW^^'BL^tK^<^^^ 
IMmmm l cD 2Ji( 2 ) T-^t ^-nfcta GD3 vfittt:^&^1- Sff^MiSJ^m^ 
□ ->S L-Gln ^ 3niM. (WT. CDLC hMit^ ; GIBCO BBLttM) S 

0.5t r;i/P-';'i7F68 (JiiT. PF68i:^lB1-5. ;GIBCOBRLttl^) ^0.3XOiiSf 
S$t EX-CELL302 tgJfeC 1 x 10" ^SS/ml Ji^S: ?. J: o CC^S ITSnm^ ^ 7 ;^ rJ (Greiner 
ttSi) (CSOmlT-^^^Ufco 5%C02^'>=^a-<-^-i^T-37'Cf 4BP^tg«^s 
«±?i4[l]iRL/fco tg«±?i J: Prosep-A (Bioprocessingttii) :^^A=£fflV^-C^ 

CH0/DG44-GD3 ^iKi^tZit^ftzo 
(3) NSO WS3t5O4Sm(0J^ilSt>'ini<*©;|5iM 

±s3^S£^jio2ii (3) -^m'btitzinm^^^iKi^^^mtmnm^mm^ 

D->^ L-Gln S 2idM. G418.^ O.Smg/mK MH =1: 200nM. FBS * IXcDM^T'^tf EX- 
CELL302 tgifetw 1 x lO^iiSS/inl ^ 'S: <fc ^ f^iiS 175rf 7 v ;^ 3 (Greiner ^tM) 
{I 200ml f O:$jvibfco SXCOz-l' >^a-<-^-|*it: ST'CT* 4 gP^t^m t$S±ji 
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^m^tzo i^m±mi.^frose9-k (Bioprocessing ttlK) is'yJ^m^^X. mn(0 

mmr^^^^^t^m^^y^i^^^^^^f^ofS^htztiim^^^tfii^ii^ NS0-GD3 

^>^^tfi^ (302) tmiffco ttz. ^r^®emia!a^D->SG418=&0.5iBg/iiiU 
MTXS 200nM©?i^T-^tf GITtgifel^3xlO'!8fflfla/inl i:*^ i^lwSSU 175iiiin^7 
y7.n (GreinerttS^) ic 200iEl1^O^aUfe, SXCO^^ 37'Ct- 
10 BF^t&#^^ tg^±riSlfiliRbfeo tg«±«il3 Prosep-A (Bioprocessing ttIS) 

^^^ijimt. NSO-GDS^^r^^fixi* (GIT) tm^-ftzo 
( 4 ) SP2/0 W*^®^S 

i^ia^p 5-304989 i3fE«om GD3 ^;<5'tKii^^^mtimnn^mmv->^ 

G418 4 0 . Smg/mU MTX ^ 200nM (DiiST-^tr GIT tgtfet:: 3 x 10*«fflllS/iiil ttjiiH^^Z 
Sf;®U 175miii^7^;;3 (Greinertt^) 200ml -fo^abfeo SXCOj >=5ra-c- 
37°C-t- 8 BP^^«^t. mm±.m^®^\^rzo tg*±TSJ:^) Prosep-A 

mmhtzo mrnvtziKm^^^^trimt. s?z/Q-m^^^m^t^mtzo 

5. !iiS^LfeiiT;GD3^^^infr©P*f 

^tfi^CD^ 4 >u g ^^m(D:Bm C^>f^^-(Nature), 227.680, 1970] iC^J^oT 
SDS-PAGE ^^ft:5^t5Ml^S*)i¥«TLfco 1 m\Z7ji\.tzo % 1 EIKI'^ 

bfcJ:-5C. !m^tfe#!nGD3^/^mWi. iN-rn*)im^^f*Tft±^MA»^ 
15o'^D^';i.h> (WT. Kdi:|giB1-5) ©jp-®M> STC^frfeii**) 50Kd 
i:^it]25Kd(73 2*©^^■>h'^p-^tf>^nfeo cine^^^i^mii. m«:®HmStJ^L0CD 
cDNAOiSSaH5«JiP^lt^^^5^^S (Hti:*^49Kd. LSI:*^23Kd. ^^^i^::*^ 
144Kd) tiSiS-Scb. Mt. IgG |^Jl^^{^TT-ii^^«tt**I 150Kd 

-C'$>t). 5l7C^{*TT-{i^^^f^®i-'^''^7^ K!e^ (WT. S-S^^ Jiggers) i)J 
liOiT^n. 50Kd O^^^ft^JtO H II i:^ 25Kd S^^^ L ^l^l^if i: 
[T-yx-f ^x-f X : T-^^^ h -J V n a T ;M Antibodies: A 
Laboratory Manual). Cold Spring Harbor Laboratory, Chapter 14. 1988. 
□ _^;i,.r>^'f ^'^-rX : 7- 'J >v7-;i.X-r> K -X^ 7 x X (Monoclonal 
Antibodies: Principles and Practice), Academic Press Limited, 1996] i:-ab> 
#UtGD3 i!^pt7^3^<*:*^iEb^^«3§c^)^it«:^^i: bx^s^n. t?r>m^^nfzZ.yi^ 
SifS^ttfro 
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mMm2. tn;GD3^7<7jjT;i*:OrSI4fPfiBi 
1 . '7tKiif-(D GD3 C^tS^S^fSi* (ELISAiS) 

uiLmmm KDAmx-n^ntz s mmommfi gd3 ^tftfto gd3 

m^zmt^<bt. -^X-$>^^t^mLX^^^o ttz. NS0-GD3 ^^^HKii^ (302) i: 
NS0-GD3:^p<7ftii^ (GIT) (DitmtPbinM^^^^&l^^ tg«{lffll,^2,^JfeC4){Se>-fx 

2 . m GD3 ^im-(D in vitro ^!SI^SrSI4 (ADCC rStS) 
±i3IISIH?y 1 (DAmx'i^^fitz 5 M^omSim GD3 ^/^^mi^O) in vitro liW 

SrStssMi-s^^ife^ j.:aTic?>-r;^stc^^vA^ mzz^i&m\'^\^tz. 

( 1 ) ^e^M^McD^i^ 

RPMI1640-FBS(10)lfJlfe-Ctg#Ufet h ^ ^ ^ -vtg««1* G-361 (ATCC CEL1424) 
® IX 10««:£^l^b. im'&mnx^ 5 Na^^'CrO,=£ 3.7MBq iMSDxT 37°CT- 1 
P^S£v$-&. m^^imum^\^fz. EPMI1640-FBS(10)tgmX'«gri^it>-Ji'C^^ 
mm'^^z^^ 3[sl?5fe#t. t§ifeCM?BU 4'CT"30^F^7K^^l::MMb-CSilMi4tl^ 
^^mmm^^fz. RPMI1640-FBS(10)t&tfe^ 5mlS0^, 2xl0^«/ml 

(2) x7x^^-i8iiia?§M(75fsii 

MmA«ifll50ml ^mu. -^/-^U 'J •i7A (Effl^a^ntt^) 0.5ml >£i)Px.m 
^;b»C?g-tffco CinSLymphoprep (Nycomed Phanna AS^t^) V^■C^£ffll5iB^*^- 

m\ M>t-^^m\.xnmmm^^m\.fzo RPMii64o-FBS(io)^iteT-3 03i'C^^isibT 

( 3 ) ADCC rSt40«il^ 

96 e7x;uU?)Sru-h (Falcon aM) ©^-^7 x;i.^i±iB (1) T-PMUfe^e*] 
W.^rt<^50^ 1 (lxl0*ilia/'^7x;i.) $:^viLfco (2) fill5bfcx7 

x^^-iiBa^?«4 100 1 (2xl05«/-t7x;K x7x^^-|fflSSi:^S5iSiM©it 
(±20:1 il'JtS) -^JOb^co #MJAGD3:»r/^}5i^i*^S.^lS 0.0025-2.5 

Aig/ml i:>5:5ct^iCi!)n^. 37°CT- 4 B#P^S£>^-ttfc. ri/- h ^ii<C^^gS 
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mo "Ct m^MMt 5 C t {3 i D *«!)fco ADCC rSffittT^iK: X D Mtzo 

ADDCfi14(%)= — 

±j»fi *'Cr S - g "Cr ft 

•5 YB2/0-GD3 ^m-f**^^*) ADCC rSi4&^> t> »:v>-e SP2/0-GD3 ^tK 
NSO-GD3^>'<^J5t;<^> CH0-GD3 *^7ln<*:OJi{c:^l>ADCCrStt45'NUfeo ^SC- 
ffiV^fe^flfe©S'S^SNS0-6D3dr^7m* (302) t NS0-6D3 ^tnli* (GIT) T?{±> 
^n5,c9ADCCtg14lwMH:^»?>n«:*»-3fco t:i±®^ll{i> ADCC ^ 
^cffll^?.i^It)^i^flaK:<fco-c;'c#<S*s:l4:*^btv^?)o ^(OWmtLXiii. tn 

1. felt h^>^^-D^^>5Hrr^-aiSt hSCDE^*im^*:0$^^Miil!a® 

( 1 ) 7 h ^ in-T YB2/0 ifflflaSfflV^fe4Mfflll!ao#Si 
W097/10354(CfB«OJftt: h >f >^-D-< ^> 5 Hr riJ^-aigt hSCDE^^IJn;*!^ 
(J.:AT. mhIL-5a a CDR i^*lin«:i:^l3-rs) ®^3S-<^^-pKANTEX1259HV3LV0 

}5t hIL-5R a CDR ^mm^'^^'^ 9 -pKANTEX1259HV3LV0 ® 5 g S 4 x 10* ^SS 
CD^.y h ^xD-'y' YB2/0 SBBS'^^l/i' hP:}?V-i^3>S ["l^-'f hx^^^ oi;- 
(Cytotechnology), 3. 133. 1990] \ZX.^mX^. 40mlOEPMI1640-FBS(10){l!SS 
96 -i7x;i/tg#ffl7-u-h (ffi^'<-;?^>r bttii) {C 200 A£ l/'i7x;ufo^a 
tfeo 5%C02 -f >=^i^-^-(^'? 24I^P^tg#Ufc^> G418 $ O.Smg/iDl Kl^c 

sioic^sntT i~2 3iP^tgiibfco G4l8iiji^^4^^^•r?^5HS^^®:3D--*^aim 

L^ Ji5i©iSto?)nfc:'i7x;i/J;OigS±?i^[sIiRU ±^4'OlAhIL-5R a CDR 
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ol^T(i> DHFR ^B^mmm^m^i^xViii^^mM.^mta^-^^m'^. g418 * 

O.Sag/mK MTX^ 50nM#trRPMI1640-FBS(10)^ifetw l-ZxlO^^Blia/iDl {C*5<t-5C3 
mmu 24 'i7x;i/7'U-h (GreinerttM) 2ml To^iibfeo 5XC02^>=Jpa^ 

ji3g-&fSi4^ 3 © 2 ELISA at i O JS'I^ b o t§#±?i 4^ t-Jji: hIL-5R 

m^^Os mimS.^ lOOnMs 200nM i:li*±#^-^x l^fi'Jf- G418 ^ O.Smg/mU MTX 
S 200nMCD?i^T-^tf RPMI1640-FBS(10)J$lftT*tiMRltl*»O. tthlL-SR a CDR^M 

^fi^si^^^x^xmsEWsi^m (B*s^^iio<«mmiTi i#3^) jcferm 

BP-6690 t bT^if6^^^TV^5o 

( 2 ) mQ/MT-m^^m^^tz^Mmm(Dim 

W097/10354 {wia«S®|]xhIL-5R a CDR^1gm<*:|gS-^^ ^ -pKANTEX1259HV3LV0 ® 4 
At 1.6xlO««CDCHO/dhfr-m-NXb^ hn^U— >3>S [it^' hx^^n 
i;-(Cytotechnology). 3, 133 (1990)] \zX*)mX'^. 10ml O IMDM-FBS(10){w«SS 
b^ 96 >i7 x;i/^#ffl7-U- h (^MSi^ttl^) 200 u l/-t7x;i/-f o^abfco SXCOj 
^ >iFi^-^'-l*n:37-C. 24^P^tgilbfe^s G418 ^ O.Smg/ml {CtEcSJ:^ t^Ao 

bTi~2MP^ts«bfco Gmm^^7f^tm^mtm(o^^~-iy^iii^^^ mm(Dm 
■^'s.^mmm s © 2 Iln^^T elisa j: >3 m^htzo 

^#Jiri*{3jAhIL-5R a CDR #1ita<*:©4li*JE«)?>ixfc'^7 x;b©B^Sj^{c 
o^,^tli. DHFR 3ig^li^lF>^fJfflb-CjA«!:4mM^:iiSD^-&?)S9^-e. G418 
O.Sng/mU MTX ^ lOnM^tr IMDM-dFBS(10)tS*{3 1~2x105«/ib1 i3^c5ct^CCSi 
24'i7x;vri/-h (^^S^^aM) 0.5ml To^abfco 5%C02^>^a-< 
-^-F*IT- 37°CT" l~2JiP^^S#bT^ 10nMMTX»t4^^'^■rff^HS}^^^^bfeo 

jg^lOOnM. 500nM{3±#^i±. ^iSlfitjlC G418 ^ 0.5mg/mK MTX 500nM ©ii^t:^ 
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ts IMDM-dFBS(10)Jtife-C-tiJSnIte*»o.iahIL-5R a m^mKH^^^^Mt ?>m^B 

-^^ > h > (Yarranton) ?,CD;;5SC/W:j-/7^^>' oi?-{BIO/TECHNOLOGY), 10, 169 
(1992)] izm^s W097/10354 Hi3«<^in; hIL-5R a CDR ^- 
PKANTEX1259HV3LV0 ±<Dm» H tiat>* Lil cDNA Sffl I ^•t hIL-5R a CDR ^*Sm<*:^ 
NSOM^ff^lgismtx }AhIL-5R a CDR^^iJA<*Slii4S-r5 

2. m<*^<DhIL-5R a{zW-r?.ie^TSt4c0iSilS (ELISAS) , 

hIL-5R a t^-f 53ig^rStt{iJUT®<fc-5 K: UTiSlJSbfe, 
W097/10354 izmm<Dm\l-ol a^'^T.iKii^mmi S PBS f 10 >ti g/ml O^glSlw^ 
50 >a 1 ^96 't7x;i/©ELISAffl<Dru— h (GreinerttSS) ®#'i7i;i/ 

c^n^n^vib. 4°CT- 20 Btp^s^&^ii-fco s^£:^^^ ixbsa-pbs s lOO ;u i/^ x;w 
T'ijn^. ^fi-c- 1 mms.m^^xB^-r^^\^m^yo ^ tfeo ixbsa-pbs sjtTs 

W097/10354 tClB«8<3Dqr^tthIL-5R 1%BSA-PBS-C 0.5 a g/ml ©ilSt^^fitfcS 
50 >a IZ-j? i;i/fi!iax.. 4°CT- 20 I^P^Si^i^H^fco SJ!5^> x;b$ Tween-PBS 

50 A l/'>3i;i/T!i!)nx. ^St- 2 mrSS.JiB^-^tzo SJl&gJs ^e^x/l/^ Tween-PBS 
-C^5t^^vl%BSA-PBST- 3000{$t#«Rbfe^;i':t^$/^— <f^SaSi'=5fiftt h IgG(H&L) 
ifii^mm (American Qual ex ^±^) ^-d^mH^^mtLX. 50 ;tz IZ-i? x;U-Ci}D^> ^ 
^T-lBtP^SJ^>^-B-^cc S^G^. Tween-PBS -e?5fe^^s ABTSSS^« [2,2' -rS^^-l^ 

x(3-i^;i/^>^>^^:^v u >-6-;:;;v4^>^)7'>^-'t7 AO o.55g s IL <d o.im 
x>^if«ffiM(pH4.2)ic^)igu^ mmmmizmmt:^^^ i Vmi -ei^SDbfc^rs] 

^SOjj.l/'t? i;i/T'j!jDX.-C^fe^-»^> 0D415 4«iJ^Ufco 
3 . ta hIL-5R a CDR ^mtK^om^ 
( 1 ) YB2/0 ,«a5t^(D4MfflBS®tSSSI>'iJii*0!^i^ 

±i3^Ji5^iJ 3 O UI ( 1) trf^e^nfcm hIL-5R a CDR ^miKi^^^Mt MmB. 
t^^M^ n - > ^ G418 ^ 0.5iDg/iDU MIX ^ 200nM omi^X-^tS GIT tgifetl 3x 10'^ 
flS/ml it'Si^cfc^twjSSU 175inm2 7 7;^:3 (GreinertiS^) ti EOOml f o^SUfeo 
SXCOj-f >^i^-^-i^T- 37°C-e 8 BP^ig^^x ^^iiri^lsliR tfco tg^±<l<t 
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±i2ll5li«?iJ 3 (Dim ( 2 ) T'f# ?) tifctn; hIL-5R a CDR ^mtKi^^^Mt ^Bn^ 
L-Gln ^ SuiM. CDLC 0.5%. PF68 * 0.3%O?ig?T'^tf EX-CELL302 
igifeiiSxio^M/iDl i;fdt5J:^t::!i®t. 4.0L ;^ t:t-*>;i/ (^^Si^ttii) S 
ffl^^-C 100rpiDOM^T-«i!^tgilUfco 37'CcDm?S^I^T- 10 BPa^tg^^s tg«±M<£ 

hIL-5R a CDR ^1iim<*:S!liiS{bfeo mmLtztfi hIL-5R a CDR CHO/d- 
hIL-5RCDRtfi<4ii:«f^ltfco 

( 3 ) Nso MS 3^©5tMiiiJia©ts«:5tt;^i5T;f^®!iii^ 

±iB^JfiiC^J 3 CD 1 IS ( 3 ) nm^fitztK hIL-5R a CDR ^mtfOi^^^mt ^BnU 
^ilia^ D — >^i75 > h > (Yarranton) 6®:^^* [''W 3f-/x y d i; — 
(BIO/TECHNOLOGY), 10, 169 (1992)] {zm\<\ isii^. mm^m^iMissLLtzo mm± 

iiJ:0-l':t>3:5i^5':^D v hi7*^7^-StF^7';i'Jt5iS^ffl^^'C}?[hIL-5R a CDR 
}?ui*:4)ii^tfco mi^UfclnhlL-SR a CDR ^1tm{*^ii. NS0-hlL-5RCDRmi^ii:«ftlt 

4. ;^MLfetri;hIL-5RaCDR^fiSJaft:®8?^ 

±HB^S£«?II3®3Jlt'ff e,nfe^ai!ltl«iMT-iSs mm^Ltz S a^cDtri hll-SR 
a CDR 4 Ai g Si^^DO;^^ ^^-( Nature), 227, 680 (1970)] 

tZi^&oT SDS-PAGE U ^^aSt>'S!ilim^/ig«f Lfco ^(Dlgm^B 4 Ht^^s bfeo 
^4 0t^>tfc<t9l-x m^tfe=&lAhIL-5R a CDR^Hftttt^Ji. l^ttii)$rM7i^ 
nT'C^t'^'f-Mi^m 150Kd O^-CD^-y K^J. mji^i^rx-ltm 50Kd i:^i^J 25Kd © 2 

^:c5/^•> HAJ^A«)f)nfe, cne>c)^^Mtt. mi*;® h iist>' l ii© cdna om^iB 

^ij*>e.}t^^n5.^^m (HM:i^49Kd. Lfi:^23Kd. : 144Kd) 

50Kd O^^S^^o H 25Kd (D^^M^i^-O L IKZ^fP^nS. i:l.^9lB^ [T' 
>^5i^;jf^^X : h U — Tr-iT^K Antibodies: A Laboratory Manual), 

Cold Spring Harbor Laboratory, Chapter 14, 1988. ^o-i-Jl-Tyy" ^ ^^9" 
^ X:7''J >^'7'^VX-7'> ]'-y^^7-4 X (Monoclonal Antibodies: Principles and 
Practice), Academic Press Limited, 1996] h-SU =&mhIL-5R a CDR^MiS^* 
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1 . tahIL-5R a Cm^mtni^(D hIL-5R aiz?«fr (ELISAS) 

±mmmm 3 ® 3 iit'^# e> 3 ii^^mMSi; hii-sR a cdr ^mtfii^(D hil-sr a 

C?*-r?)!lg-&rSt4^^St5fi«J3®2Jit^N-rELISASlc<t "^aO^Ufeo ^SHii. ?iJn 
-r2)}3ahIL-5R a CDR ^m.ifii^(Di^J^^^it^^X^^m^^miLtzm^X'$>^o 
f^5miz^^LtzJ::oiz. 2 mmcDiKhll-Sl a Cm WifH^it. hIL-5R a 

TjkLX^^Zo 

2 . trthlL-SR a CdK^miKi^O in vitro iBflSPfSS^i (ADCCtS<4) 
±mmMm 3 ® 3 ilT-f§ ?>n^:: 3 a^cOJliSim KIL-SR a cdr ^mtKi^o:) in vitro 

( 1 ) mi3^mmmm(Dmm: 

W097/10354 izmmcD hIL-5E aimUjSm^^MLX^^^^-^^T. T iffflflSi* CTLL- 
2(h5R)^ RPMI1640-FBS(10)iSmT-tSgU 1 x 10^^Ba/0.5ml fc^cS J; o CllS^U. 
jRl^t4tlHT-$)S Na^^'CrO^^ 3.7MBq^fti]QX.r 37°C-e 1 .5 B#P^S)^;^-&. «SfiSc 
liT^iiStfeo SJc>m. RPMI1640-FBS(l0)i$itfeT-!S;®St55i^C^:9'Sij^f^{3j:l3 3|fi]a# 
U tgJfefim^b. 4°C-e30^P^7K4'tS[mLTiiilti4^g^S^P^$-li-/i:o 
>t^-^mm. RPMI1640-FBS(10)iStfeS5iBlSDX.x 2 x 10^ j|fflfla/ml {3PM U^ 

(2) x.yjL^^-mmmm(D^m 

^*^{c:il¥fco atl^ Polymorphprep (Nycomed Pharma AS ttSi) Sffll^TfiEffllKB^ 
ii-ll^^gSUT#Ml^:a-^bfco RPMI1640-FBS(10)tg^fe-C3lE]^>C^^li 
bT^Jfe^^s t§ifeSffiV^T 9xlO''ifflia/mlC3?ia[X-S!S«U x 7 x ^ -SBflSi^f^ 

( 3 ) ADCC ^^<Dm^ 

96 'j7x;i'U^jgrb-h (Falcon tt^) (ZJ^&t/ x;i/{i.tE (1) xm^il^tzU^ 
iima^rtCD 50 ;u 1 (lxl0*»'j7x;i.) ^^7±t^:o »:l^•C• (2) filS^Ufcxy 

x^^j'-ifflflg^fss 100 ;a 1 {9>iWmm/^x)K :z.7 3:^^-mmtm^^mmott 

te90:l i:>S:?>) ^ADbfce MtCs #SmhIL-5R a CDRMm^*:'&§l.^«£l 0.001 
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-0.1 /zg/mi tta^^oizm^L. 37»CT-4fi#fBm/«;^-e-feo m^^. r\y-v^^>ts 

ADCC tStStiTiCC 0 ^}<tofeo 

^^fl^iffi^f CO "Cr 1: - iS')»l«"Crft 
ADDC ?§<*(%)= ^ — 

iKi=^(Dd YB2/0-hIL-5RCDR tn<*^A-'g*ji^^^ ADCC »:l^T• CHO/d-hlL- 

SRCDRSxi*:. NS0-hIL-5RCDR^a{^:®Ji^3a;l^ ADCCrS^4^^^l.fco ]^J.±(Dm^itmMm 

§<^'a:?)Z:.i:&^LT^.^?)o Stc. 2a^®t h^b^n^^iO^^■rn®^^^) YB2/0 $ffl 
BSt? b tzin.'t^-t^M. ^ ADCC rStS 4 ^^ L d . YB2/0 « V ^ -S C i: 
J; D . ADCC iSv § 5 ^: A^*a^ ii'fe ^ tzo 
3 . jAhIL-5R a CDR^IIJa^*® in vivo iziH-f^m\im& 
±mmmm 3 <D 3 IIT-^# p> nfc 3 amtT^MMJ/i hll-SR a CDR in vivo 

;bx^^-9';Hz|)gBct?) hIL-5 (Bli^;5?Sli W097/10354 tcI3l8) $l/zgAgT-l 
B 1 [fil> 1+ 14 m^^SiST cfc 5 UfcoMlJi hIL-5R a CDR ^M^^^ 0 B O hIL-5 
0ik4immmiz 0.3iDg/kg -C'Mi^C^lalS-^bfec fit^^l^S-^P^nv h D-;i/ 
i:b-CfflV^fcc ifii^i^^mt^^im (NO.30K No.302s No.303. No.401. No. 402. 
No. 403. NO.50U No.502. No.503) . tfi^^Wi-^mitim (No.lOU No.l02) 
^'f1fJl'^^V^fco IS^P^fS® 7 aiiiIcfc0iS^!^42 BatT-^B#&>ItII^ Iml Oifiir« 

pT-iis ito^'ff^fcl^t^iiSa/b^'^^'-itP^J^tlfco -t. CHO/d-hlL-SRCDR m^cDjS4 
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•^^-^fzo Nso-hiL-5RCDRrii*o4s#p-e{i> %±i3immm\tm.tb^f\.t. ^<o^ 

{C«fcoT:^t <S'S:i)Ci:^^bTl>2)o mz. trt hIL-5R a CDR ^ffiSti^^T-a-eO) 
in vivo r£^4©lS^{i^ Il5ti<?ij 4 ® 2 riT-xli'^fe ADCC fStt<Dii$ i:iE0l§^A^e«)e) 

tltZo 

1. 2-T ^ y f >#.ia)iiti (PA imm) (omm 

xyif-i-^Dv- (Method of Enzymology) ,83,263,1982] o t K7v>>£Pt^bfe 

(J.Biochem. ), 95, 197 ( 1984)]om?t^iiffi bfc«ili(PA -ftifilSI) ^> Surperdex Peptide 
HE 10/30*7 A (Pharmacia tti^) ^11 VN-C^ii5fe^t^3-^Lfce «ilili^4ji'C^mSi 

2 . hIL-5R a CDR ^MtKi^O PA {b;^il®3^ffi HPLC ^Iff 

±fa^J6ii?'j 5 cDimxmm\.tz^minhii-sKmmi^(D?Mtmm^m\^^x. clc-ods 

(Shimadzutt^) d J:€)3£1SHPLC^*f^?Tofco JifiJSOa-L-^^S/^-— If 
(^i^m^M. SIGMA ttM) PA^b«l^lC^SQbT?^<b^fTt> (37°^ 15 ^P^) s 

mm HPLC T-^iTff ufc (^ 8 n) o Tx^^^^y^-^mim 30 ^Pai^^e so #p^®ie 

mizmtat^Zt^ TaKaRatt^PA{blitg;^^>y-K=&fflV^T5I^Ufec a-L-7 

3 ^-^^Sit iz^-Dx.mn HPLC oigmiiiA^'^Kir sn^ (48 ^rsi? ^ n 



m 1 





ai-6 7 3-;;;ig^)liI (%) 


YB2/0 


47 


NSO 


73 
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YB2/0 mm-^^M^'^tziK hIL-5RCDR ^Uli/ifl^ttJ^ 47%. NSO fflflS-^iM^-B-fctri 
hIL-5RCDR)^i|itn;«i^73%tfa 1-6 yzi-T.^^'Dmm-^&^tzc X^X. YB 2/ 

tji\.^mmti^^tf>-Dfzo 

3. ifii!iiahIL-5R a CDR^MJn<*«7)#liMfiK^*f 

h 'J 7 o f^^tC ct 5^JD7jc^)^{C i D . YB2/0 MM. NSO ^j!a:i3<i:rJf CHO/d m 
flSX-^MUfetnhIL-5RaCDR^MJ5T;<*;0«i^*#«|{3^«?t. BioLC (Dionexttii) 

Arfr r) -=fcr 





Fuc 


GlcNAc 


Gal 


Man 


ADCCSte(%) * 


YB2/0 


0.60 


4.98 


0.30 


3.00 


42.27 


NSO 


1.06 


3.94 


0.66 


3.00 


16.22 


CHO/dhFr- 


0.85 


3.59 


0.49 


3.00 


25.73 




0.91 


3.80 


0.27 


3.00 





y^-7.0mnkUt. YB2/0<CHO/d<NS0 X&^s ^J^MT'* YB2/0«T-^St 

cHo/dhfr-m-e^iiufcMi^iShii-sR a mi$mmt^^ vMtmm^mmu 
clc-odsp!77A (B#*ti^) sffll.^•r^s^HPLC^^^ft:^Tofc(^9lIl)o ^9l2^cfcv^ 

Ts }giilBfF^35~45^PBW7rJ-^^^fc'&t>m 45-60 ^P^A^-^n-X^^O 
mmx&otzo CH0/dhfr-We4MUfeJrthIl-5R aCDR^Hm^^itts x"i7;^^xa 
-TNS0ilMT-^M^^fcJH<*i:l5l1f(3^ v-y h5xP-TYB2/0mt:4S^-y^c 

HM^iJ 7.HADCC rSt^mfrO^Si 
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73-;^^i^oMiif^^l-5i/^^>*7Atfflv>r. 7^j/h^xD-v YBZ/o 

«-t'^E^-frfcmhIl-5R (X CDRMlAi*:<^^M^tTofco HPLC liA^ttM LC-6A 
lml/^> *5 AraS(±M-e^f ofeo 50i»M h U ;^-BRMijT«(pH7.3) 
f^^-fbU ^ii^nfc}7ihIL-5RaCDR^lim<*$:iiA^^ 0.2M a-^^^l^^^-^i^ 

p(^^^^5.;^/7 iim)(r>mm.mim ^P«1 ) T jgttl U to in hi I-SR a CDR ^ 

hIL-5R at^f S!^^tS^4S«'i^^5 ^^i®^^tStt^^^Ufc(^ 10 H ±ll)o^ 
ADCC tSi4S«')^-r 5. i:^ ^m«iii^©::5*^'!Sifii^®-a5=t I? ADCC rS14$:7rN 

^Si<^J8. ^£Jlifla»{^i5lt5.al,6-73i^;Vh5>;^7x^-lf (FUT8) iS^S^O 

--XMA7:^-§|3mS3l5CH0/DG44«S. 10% FBS (Life Technologies^: 
) j3j:tnfS?ilt®HT supplement (Life Technologies^) ^m^JD tfcIMDM^Stfedife 
Technologiesa)l3!@SSb. 2xlO=cells/mia)^^T-^^W^^fflT757^:^=i ( 
Greinertt) liSMb^co tfe^-v b 5 xD-vtfi^YB2/0m=£. 10% FBS (Life 
Technologies^) . 4inM ^JV^XV (Life Technolcgies^t) ^^.JnUfcRPMI1640tg 
ifedife Technologies:i=±)l::SlTSb. 2x 10=cells/inl©^BST-r?iS«tg^fflT757 ^ 
7.zy (Greiner^i) CMUfeo cne>^37°C®5% CO.-r >^^-^-^'-I^T-tS«U 
IgSlBi. 2Bi> 3BS. 4B@*it/^5Bil3#?i±«lxlO'cells^[5]iRb 
. RNAeasy (QIAGEN^tl^) tw<t D^RNA^fetfitHLfco 

±RHAS45^1®M®7KC-^Pt. RQl Rnase-Free DNase (Promega^i) 0.5U/^L ft 
JSCDlOxDNase buffer 5uU RNasin Ribonuclease inhibitor (Promegatt) 0.5ul^ 
^ti^ntC^JOL-C> 37°CT-30^r^S£^^*fco measy (QIAGENtt) t^J: 

^)^RNA=&IIJil^bx 50filcDM®7Kl3?gg?bfco 

|#e.nfe#^O^RNA3^g{^OVN-t. ;rUrf(dT)^7-^^^-i:UTSUPERSCRIPT™ 
Preamplification System for First Strand cDNA Synthesis (Life Techno logiesl^i 
) \Zi,^. 20^lOlF.-eMe¥S^55^TV^. cDNAS-^fiScUfco §iii«H*FUT83o«t 
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( 2 ) f-^ zi-X/>A;^^-FUT8iJ<fctJf5 y hFUT8®§cDNAg5^»fM■0®l^# 

J;-5lCtTo/co tt\ t bFUT8CDcDNA[ Journal of Biochenistry, 121, 628 (1997)] 
45 cty^^^FUTSOcDNAC Journal of Biological Chemistry, m, 27810 (1996)]lz^^ 

^^felcDNA^ U ^ 7-t:ExTaq(^^ii^^i)'£fflV^■t> ( 1 ) t-III^Ufctgil 2 B i®CHO 
mS3l5cDNA*5 J:mB2/0«**cDNA?:§^ 1 nl:S:^t?25^1®S*&^«[ExTaq 
buffer(SSjitt). O.ZmMdNTFSs O.SfiM ±IH^^S5r5'f T-CE^iJ*^ 1 i'^t^lB 
9iJ#^2)]^SSliL. 7}<iJ/7— fe-JitlSC. (PGR) *ff-:>feo PCRii. 94-C-ei^F^ 
CDSQfsaof^; 94°C-e30S>P^. 55°C-e30#P^. TZ'CT? 2 ^F^d^^)^ ^.SjS^S 1 -^-^ 
i:U-^30■9■f'^;^^55^^ ^p){c72°CtlO:9-P^j3alHf 5lfei^-C-?f ^fco PCR{3j:l3?§fc 
§?^Mfi^tiiti»f>t979bp$T0P0 TA cloning Kit (Invitrogentt) Sffl^^•tr^;^ ^ K 
pCE2.1-Na^St^ f-^-l'--X/NA;^^'-FUT8*5«fcO^^-y hFUT8®MNAa5^rrM-=fe 
(CHFT8-pCR2.1i3ctt>'YBFT8-pCR2.1) S§)l?#Ufco 
mf#U/i^cDNA0iSSi£?'JCwOV>T. DNA^>-^x>-tJ-377 (Parkin Elmertt) 43 
cttfBigDye Terminator Cycle Sequencing FS Ready Reaction Kit (Parkin Elnertt 
) =&fflV>T*^L. i^^#bfccDNA;t)^-^^^--X/^A^^-FUT843J:t;f7'> hFUT8 ( 
iE^J#^345J:t/4lC7r-r) 0;j-r>iJ-7^^>^7l.-A (ORF) a5^iE?y$=» 

tT. f--^.^--X;NA7>^-p-T^'^>^^AiS?iJ[GenBank,U20114] 
hp-T^f^>'/V AiH^'J [Nucleic Acid Research, 11 , 1759 (1983)] it) 

7 iz/T>r)=i:iSitLfeo 
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mM^^v^y—^m{Mnm^}m\^^x. (i) -r-uMtfeigMaaiocHO 

il01!!ga3t£cDNAiJ<tOTB2/OJfflBS**cDNA 1 ^l$^tf25^ll(75SM[KOD buffer 
im^). O.2111M dNTPs. ImM MgCl^. 0.4^M ilBiife^l^^a*}^^ v- {lE^iJS^ 
5;}5<};t;^iH^J#^6s Sfc{±iS?y#^5i-j:tfE^J#^7 ) . 55^ DMSO]§^SiU 
V— ifMIISJ^l (PGR) ?&?7-pfco PCRfi, 94°CT-4^PB^®J]n^^)^. 98°C-r-15 
?>P^. 65°CT-2#F^s 74°CT-30#P^*^ e> ^j: 1 1t ^ ^ ;b t UT v ZSJt-f ^ ;^^-7 

oifeoPCRl; J: Df#fc§'f^^fl^li'liiritll28bp®5'*3S=£MEGALABEL{5?i^itt)(3<t •) 
U>^'fbbfem. pBluescriptll KS( + ) (Strategeneti) tz. $iMl^EcoRV{Z«t 
®rtT^#e>^^5)»rfr (2.9Kb) ^Ligation High(^r$iK^±)Tr®^Us ^^-^--X/n 
^;^^_p_7'/7^>^J:tJf^ >;/ hp-r^?f->O=&cDNA®0RF±:S^^tr7'7;^^ H ( 
CHAc-pBSs YBAc-pBS) t:mtzo 

IZ^f Ufe=&cDNA®MiS^J^x DNAi>-^x>-b— 377 (Parkin ElmerttS^) iiXV 
BigDye Terminator Cycle Sequencing FS Ready Reaction Kit (Parkin Elmer^lii) 

( 4 ) ;^ ^ > ^- h* :fe <t t>*i*l^iS?'Jco 13 > h D -;KDSIi^ 

fee 

-FUT8:fc=fct;^^>;; hFUT80=S-cDNA^5^l@TK■$pCR2.1HM^^3i^;^^r7::^ ^ KT-$>I) 
CHFT8-PCR2. 143 J:mBFT8-pCR2. lS®JIS^^EcoRIfWBT bTf#e>nfcDNA^iiM^b 

FUT8;^MCD[*|SI5=' > h D-;ui: UTtt> CHFT8-pCR2.1:feJ;infBFT8-pCR2.109 ^^ 
-_XaA7.^-FUT8*jJ:U^7 hFUT8®|*ia5JtSiE?'J(^ScaI-HindIIIF^ 
203bpS^^^-y-?)C:i:f3<t ^3^#f>nfcCHFT8d-pCR2.1i5«fc^;^YBFT8d-pCR2.1S. MIS 
^^EcoRI■e^DBiTtT?#?5^^fcDNA^[itl<bUTfflV^fco 

^gj^saf*i©p-:^ ^ ^ >iS<E^ » e> ©mRNAfe^acT);^ ^ > V- K UT ii> ( 3 ) 

cDNA©ORF^:l^pBluescriptII ISi^^zm^jLAyfzr^:^ ^ KT'S^CHAc-pBSiJjit;^ 
YBAc-pBS4. «^j#{iHindIII^5<tOTstl■?:^ a^{lflindIII43ctOTpnIT% ^^Wmb 

p-ri7f^>^S®[*!S5:3> hP-;Ui:tt{i> CHAc-pBS*J«ttHBAc-pBS©^-^> ^ 
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( 5 ) ^-^WRT-PCRC i. ^mWMO^m 

WZ, ( 1) ■C-|#5>nfc#0£M^*S*<^cDNA?§t«©5O{g^f^?l5 5 nli'J:t;^l*l 
gi5:3>hD-;bffl7'^X^ h-Sjil (lOfg) ^#tfiit<*^2Oul0Sf&r«[ExTaqbuffer( 

^Mii). o.2niM dNTPs. o.SmM ±iim=!'nmmr5'>('7- (Mm^^sii^rf 

iE?'J#^9) . 5XDMS01T-. DNA* U 7-^fExTaq($?i3itt)$:ffl<'^TPCR^ff of; 

y Y 5^1 ( Ipg) ^^trSg*a20|ilOSM[ExTaqbuffer( 

■^mmi). 0.2inM dNTPs. 0.5mM ±IBJife?#^95:7-^ ^ v- (iH?iJ#^ 1 0 J: 
Sfel±E?'J#^l 2i5<}:t;^i2?U#^l 3) ^ 5% DMSO]T% DNA^ 
<J^ 7-HfExTaq(S?iiia)^ffl<'^TPCR'&tTofeo PCR{*^i9/t|©e3^^0Sn#a0^. 
94•CT•30^^>P^^ 65°C-ei#P^x 72°CT-2^P^3!?^^i:5.SiS* 1 1^"^ ^^^i: UTlTlt'f ^ 



Page: 52 



wo 00/61739 



PCT/JPOO/02260 



m 3 ^ 



pcRiiiiasi^(P-»'fX(bp) 



F : 5'-GTCCATGGTGATCCTGCAGTGTGG-3' 
R : 5'-CACCAATGATATCTCCAGGTTCC-3' 



638 



431 



p-actin 



F : 5'-GATATCGCTGCGCTCGnGTCGAC-3' 
R : 5 • -CAGGAAGGAAGGCTGGAAAAGAGC-3 ' 



789 



609 



p-actin 



F : 5'-GATATCGCTGCGCTCGTCGTCGAC-3' 
R : 5'-CAGGAAGGAAGGCTGGAAGAGAGC-3' 



789 



609. 



DNA»fM•S^ =&I^SP:3> ha->'l'**^<±^ ^3^©3>'^X'f ^-fflt^xtfel^-^'X 

Green I Nucleic Acid Gel Stain (Molecular Probestt) T?SfefeLfco Jfti^ixfe^ 
DNA»TitO^)tSitS7;i/:rn>f ^-i^^- (Fluorlmager SI; Molecular Dynamics 

-5. IgfiSS^cDNAtZft^T (4) -e^S^Ufcy^^V^^-HT-^;^? HMSO.lfg. 

ifg. 5fg^ lofg, 50fg. ioofgi5iV5oofgi:u-rpCE?:^n^tiffi>. ma^mfsom 
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Day1 


Day2 


DayS 


Day4 


DayS 


CHO 


2,0 


0.90 


0.57 


0.52 


0.54 


YB2/0 


0.07 


0.13 


0.13 


0.05 


0.02 



YB2/0iiiBSi|*OFUT8|£¥M^*p-actin©0.nHU^T-feSCD{lWUs CHOiaBflS««(±0.5 



52 



Page: 54 



wo 00/61739 



PCT/JP00/0Z260 



4 . 



9. h =xo-viffflia7:p\ 7>y h ^xp-v|iBS YB2/3HL.P2.G11.16Ag.20 

^SS (ATCC CRL1662) ■C^S^ 81^08511 8 IB«©^^4o 




Manal 
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10. N-^7U3i/Klg^Jlitg®ii7C*iSON-T-fe5^;i/e^;U3-y-^>l::73-;^ 

1 1 . mmti^> 



1 7 . 




Mana 1 
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HsRcDleH 1 9 iBlg©^^^t6^? tSt^^Sit^Jo 

« (7) ^ Jg^tfe^^^rSttiSii^J = 

2 2. 7>y h5xo--T«*J. ^.y h = xn-vfflljaYB2/3HL.P2.G11.16Ag.20 

mm (ATcc CRL1662) T'$)5s If aI^oibh 2 lumcommm^^mi^Mmo 

2 3 . :fe«tE^^^*^*m^*^. S a ^> -^7*5^ K -C" $) ^If Al^OSiffl 1 6 ~ 2 2 ia«g 
2 4. N-^'J3v/ iS7t*SS® N-7'-t:^;i/<7;i/3-9-5 >^;7 3- 
3 0. 7r3v';wh^>;^7x7— lf*s. a l,6-73i/;bh^>;^7x7— t?t-fe 

3 2. b =xD-TSBflSiP\ YB2/3HL.P2.G11.16Ag.20m-e$)Ss m^oym 

H3 ll3ilOSiji:5^o 
3 3. a7c*Slg©N-T-tr^;^^^;i^='1t^>i37r]-;^^#Sn1-5)g^^tSt4*^*^^v^ 
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3 5. 7ni>';i/h^>;^7x7— a l,6-73i/;H^7>:^7x7— l?t-$> 

3 7 . > ^ U 3i- K GD3 T^) ^Sl^Olaia 3 6 IB® O^^^ 

3 8 . W^-tf. 7-9-51 (FEEMBP-6691) «fc D^S$n2)t/i;«tT-$)2)ll^®iEia3 

40. Tlx;i^^-^fc{iiJ^^C^I8«1"5.mi^*^\ t^^>^S'-^^^>5^■br 
^-a|gT•$)?)sl*®tQla3 9 H3IS®^5S^t6^^o 

4 1 . tm-t^. No.3 (FERM BP-6690) J; »3 5£S$ix5.mi^iT'fe5>5ls}^0$Effl 3 9 

^3%® ^i^'^^^? o 

4 6 . H^CDliiB 3 6i3f8®^S^t6^^'^^Jafi&^ t LT^«1-S. ^O^^ 

4 7. H^ODisHS 613iB®^ig#t6^^^^^^^^l-t^«1-^> ^(^^^ 

4 8. Il5t?©«effl3 9l3«®^ni*;S«3a)^^^:tt^«t5.^ 7\^)\'^-%fc^ 

4 9 . a*OigH3 9I3ie®tri<*^=S«iafi!S^i: tX^^rS. ri/;^^!:-*^;^ 

5 0 . mMW&z 9i3lB®^ni^:^:^3a^^^L.-c^^■r^^ 
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5 3 . H^OSbH 4 2 l3f8©lit<*:S^afig^i: UT^tr 5^ M^ilj^SO^K 
Ho 

5 4. llAl?0lBffl4 3iBI^®t^;^^:4#S^^filc:9■ilL/-C^S■r5^ SB^5gglt>cD^ 
StHo 

l^lflo 

5 7. af5t^®$BH4 4l3S6(^ta<*:^Wafi£^i:LT^^T5. "i'-f tfittii 
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§g a 

SEQUENCE LISTING 
<110> KYOWA HAKKO KOGYO CO.. LTD 

<120> Methods of modulating the activity of functional inunune molecules 
<130> 11200 
<160> 13 

<170> Patentin Ver. 2.0 

<210> 1 
<211> 25 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 
end. 

<400> 1 

actcatcttg gaatctcaga attgg 

<210> 2 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 
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end. 

<400> 2 2 
cttgaccgtt tctatcttct ctcg 



<210> 3 
<211> 979 
<212> DHA 

<213> Cricetulus griseus 

<220> 
<400> 3 

actcatcttg gaatctcaga attggcgcta tgctactgga ggatgggaga ctgtgtttag 60 
acctgtaagt ga^acatgca cagacaggtc tggcctctcc actggacact ggtcaggtga 120 
agtgaaggac aaaaatgttc aagtggtcga gctccccatt gtagacagcc tccatcctcg 180 
tcctccttac ttacccttgg ctgtaccaga agaccttgca gatcgactcc tgagagtcca 240 
tggtgatcct gcagtgtggt gggtatccca gtttgtcaaa tacttgatcc gtccacaacc 300 
ttggctggaa agggaaatag aagaaaccac caagaagctt ggcttcaaac atccagttat 360 
tggagtccat gtcagacgca ctgacaaagt gggaacagaa gcagccttcc atcccattga 420 
ggaatacatg gtacacgttg aagaacattt tcagcttctc gaacgcagaa tgaaagtgga 480 
taaaaaaaga gtgtatctgg ccactgatga cccttctttg ttaaaggagg caaagacaaa 540 
gtactccaat tatgaattta ttagtgataa ctctatttct tggtcagctg gactacacaa 600 
ccgatacaca gaaaattcac ttcggggcgt gatcctggat atacactttc tctcccaggc 660 
tgacttcctt gtgtgtactt tttcatccca ggtctgtagg gttgcttatg aaatcatgca 720 
aacactgcat cctgatgcct ctgcaaactt ccattcttta gatgacatct actattttgg 780 
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aggccaaaat gcccacaacc agattgcagt ttatcctcac caacctcgaa ctaaagagga 840 
aatccccatg gaacctggag atatcattgg tgtggctgga aaccattgga atggttactc 900 
taaaggtgtc aacagaaaac taggaaaaac aggcctgtac ccttcctaca aagtccgaga 960 
gaagatagaa acggtcaag 879 

<210> 4 
<211> 979 
<212> DNA 
<213> Rattus 
<220> 
<400> 4 

actcatcttg gaatctcaga attggcgcta tgctactggt ggatgggaga ctgtgtttag 60 
acctgtaagt gagacatgca cagacagatc tggcctctcc actggacact ggtcaggtga 120 
agtgaatgac aaaaatattc aagtggtgga gctccccatt gtagacagcc ttcatcctcg 180 
gcctccttac ttaccactgg ctgttccaga agaccttgca gatcgactcg taagagtcca 240 
tggtgatcct gcagtgtggt gggtgtccca gttcgtcaaa tatttgattc gtccacaacc 300 
ttggctagaa aaggaaatag aagaagccac caagaagctt ggcttcaaac atccagtcat 360 
tggagtccat gtcagacgca cagacaaagt gggaacagag gcagccttcc atcccatcga 420 
agagtacatg gtacatgttg aagaacattt tcagcttctc gcacgcagaa tgcaagtgga 480 
taaaaaaaga gtatatctgg ctaccgatga ccctgctttg ttaaaggagg caaagacaaa 540 
gtactccaat tatgaattta ttagtgataa ctctatttct tggtcagctg gactacacaa 600 
tcggtacaca gaaaattcac ttcggggcgt gatcctggat atacactttc tctctcaggc 660 
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tgacttccta gtgtgtactt tttcatccca ggtctgtcgg gttgcttatg aaatcatgca 720 
aaccctgcat cctgatgcct ctgcaaactt ccactcttta gatgacatct actattttgg 780 
aggccaaaat gcccacaacc agattgccgt ttatcctcac aaacctcgaa ctgatgagga 840 
aattccaatg gaacctggag atatcattgg tgtggctgga aaccattggg atggttattc 900 
taaaggtgtc aacagaaaac ttggaaaaac aggcttatat ccctcctaca aagtccgaga 960 

979 

gaagatagaa acggtcaag 

<210> 5 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 
end. 



<400> 5 

aagtataagc ttacatggat gacgatatcg ctgcgctcgt 



<210> 6 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 

end. 
<400> 6 

atttaactgc aggaagcatt tgcggtggac gatggagggg 



40 



40 



<210> 7 
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<211> 40. 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 
end. 

<400> 7 

atttaaggta ccgaagcatt tgcggtgcac gatggagggg ^ 

<210> 8 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 

end. 

<400> 8 

gtccatggtg atcctgcagt gtgg ^ 

<210> 9 
<211> 23 
<212> DKA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 
end. 

<400> 9 

caccaatgat atctccaggt tec 
<210> 10 

5/7 



Page: 77 

4 



wo 00/61739 

<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 
end. 

<400> 10 

gatatcgctg cgctcgttgt cgac 

<210> 11 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 
end. 

<400> 11 

caggaaggaa ggctggaaaa gage 

<21D> 12 
<211> 24 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> Description of Artificial Sequense : Synthetic DNA 
end. 

<400> 12 

gatatcgctg cgctcgtcgt cgac 



<210> 13 
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<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 
end. 

<400> 13 

caggaaggaa ggctggaaga gage 
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